EP 1870 458 A1

Patent Office

SR @y EP 1870 458 A1

(12) EUROPEAN PATENT APPLICATION
published in accordance with Art. 153(4) EPC

9 o NNV AMATR OO AR
a European

(43) Date of publication: (51) Int Cl.:
26.12.2007 Bulletin 2007/52 C12N 15/09 (2006.01) A61K 39/395 (2006.01)
CO7K 1/14(2006.01) CO7K 16/46 (2606.01)

(21) Application number: 06730748.8
(86) International application number:

(22) Date of filing: 31.03.2006 PCT/JP2006/306800

(87) International publication number:
WO 2006/106903 (12.10.2006 Gazette 2006/41)

(84) Designated Contracting States: « TSUNODA, Hiroyuki, CHUGAI SEIYAKU
AT BE BG CH CY CZ DE DK EE ES FI FR GB GR KABUSHIKI KAISHA
HUIEISIT LILT LULV MC NL PL PT RO SE Sl Gotenba-shi, Shizuoka 412-8513 (JP)
SKTR - KOGA, Akiko, CHUGAI SEIYAKU KABUSHIKI
KAISHA
(30) Priority: 31.03.2005 JP 2005101711 Tokyo 115-8543 (JP)
28.12.2005 JP 2005378467 » KIKUCHI, Yasufumi, CHUGAI SEIYAKU
KABUSHIKI K.
(71) Applicant: CHUGAISEIYAKU KABUSHIKIKAISHA Gotenba-shi, Shizuoka 412-8513 (JP)

Tokyo, 115-8543 (JP)
(74) Representative: Vossius & Partner
(72) Inventors: Siebertstrasse 4
+ IGAWA, Tomoyuki, CHUGAI SEIYAKU 81675 Miinchen (DE)
KABUSHIKI KAISHA
Gotenba-shi, Shizuoka 412-8513 (JP)

(54)  sc(Fv)2 STRUCTURAL ISOMERS

(57) Structural isomers in sc(Fv)2 compositions of different. Furthermore, the present inventors discovered
anti-human Mplantibody and humanized anti-human Mpl that the content ratio of the structural isomers in sc(Fv)
antibody were separated, and the obtained structural iso- 2 compositions could be regulated by altering tempera-
mers were cleaved at their linkers to confirm that the ture, modifying lengths of the linkers of sc(Fv)2, or amino
structural isomers are of single chain diabody type and acids in their variable regions.

bivalent scFv type. In addition, the agonistic activities of
these structural isomers were revealed to be significantly

Printed by Jouve, 75001 PARIS (FR)



10

15

20

25

30

35

40

45

50

55

EP 1 870 458 A1
Description
Technical Field

[0001] The present invention relates to pharmaceutical compositions comprising sc(Fv)2 and methods for producing
the compositions.

Background Art

[0002] sc(Fv)2s are single-chain antibodies in which two light chain variable regions (VL) and two heavy chain variable
regions (VH), four variable regions in total, are linked by linkers or such (Hudson et al., J Immunol. Methods (1999) 231 :
177-189).

[0003] For example, single-chain antibodies having the sequence VH-linker-VL,-linker-VHs-linker-VL, or VL,-linker-
VH,-linker-VL,-linker-VH3 are known. Depending on the combination of Fv (a molecule in which VH and VL are non-
covalently linked), two types of structural isomers of sc(Fv)2 would exist: sc(Fv)2 in which each set of Fv is formed by
VH, and VL,, and VH; and VL,; and sc(Fv)2 in which each set of Fv is formed by VH, and VL,, and VH3 and VL.
[0004] However, since most previous studies on sc(Fv)2 dealt with bispecific sc(Fv)2s, to date there are almost no
reports on structural isomers of sc(Fv)2.

[0005] Bispecific sc(Fv)2s are sc(Fv)2s in which the variable regions of VH; and VL,, and VH; and VL, (or VH, and
VL,, andVHzand VL,) inthe VH,-linker-VL,-linker-VHs-linker-VL, sequence derive from different monoclonal antibodies.
In bispecific sc(Fv)2s, VH; and VL,, or VH3 and VL, (or VH, and VL,, or VH3 and VL ,) derive from an identical monoclonal
antibody. In this case, the efficiency of Fv formation would be higher and therefore the occurrence of structural isomers
is suppressed to some extent. Infact, the activity was reported to remain unchangedbetween bispecific sc(Fv)2s prepared
using linkers whose lengths were 15-5-15 and 15-15-15 (Non-patent Document 5). Thus, there is a lack of detailed
information regarding structural isomers of sc(Fv)2. For example, Non-patent Documents 3, 4, 8, and 9 indicate the
existence of correct Fv combinations confirmed by measuring bispecific binding activities; however, neither a quantitative
evaluation regarding the abundance of incorrect Fv combinations nor abundance ratio between the two has been de-
scribed. Meanwhile, Non-patent Document 6 demonstrates that structural transition between the momomer and the
dimer occurs by alteration of lengths of bispecific sc(Fv)2 linkers (alteration of the lengths of linkers at the two ends or
in the middle). However, when it comes to structural isomers of sc(Fv)2, the document does not go beyond a discussion
on a model-based molecular structure prediction, and describes neither the abundance ratio of the structural isomers
nor structural identification in actual samples.

[0006] Furthermore, since no attention was focused on structural isomers of sc(FV)2, no close examination on regu-
lating structural isomers was conducted. Non-patent Document 10 also predicts that structures of single chain diabody
and bivalent scFv are formed when the length of the linkers are 5-15-5 and 15-5-15, respectively. This is because it has
been generally reported in scFvs that adjacent VH and VL are unlikely to form an Fv (i.e., a monomer) when the length
of the linker is 12 or shorter. However, Non-patent Document 2 reports that a small quantity of monomers is formed
even when the length of the linker in the Fv is 10 or 5. Thus, in the case of Non-patent Document 10, where the linker
length is 5-15-5 or 15-5-15, the obtained sc(Fv)2s are not always all in the structural form of single chain diabody or
bivalent scFv.

[0007] Previous reports evaluated structural isomers by structural prediction based solely upon Fv combinations and
linker length. No quantitative analysis of the structural isomer content ratio was conducted. In addition, the obtained
structure was not confirmed/verified to see if it was the objective structure. Thus, structuralisomers were neither evaluated
nor regulated in a sufficient manner. Specifically, regardless of the length, the abundance ratio of the structural isomers
of sc(Fv)2 is extremely difficult to predict based on Fv combinations and linker length . The presence of two types of
structural isomers is a issue that has to be taken into consideration when sc(Fv)2 molecules comprise two pairs of VH
and VL.

[0008] There are many known separation methods for optical isomers and geometric isomers of minibody compounds.
However, to date there are no reported methods for separating protein isomers. Many methods for separating single
amino acid variations in proteins have been previously reported; however, to date, no reports on methods for separating
two structural isomers comprising a completely identical amino acid primary sequence is known. The same is true for
structuralisomers of sc(Fv)2s, and thus, no methods for separating and analyzing, or confirming the two types of structural
isomers of sc(Fv)2 existed in prior art.

[0009] Since no method was available for separating structural isomers of sc(Fv)2, there are no reports focusing on
difference in activity between the two types of structural isomers. In bispecific sc(Fv)2, the activity is obviously predicted
to be significantly different between the correct and incorrect Fv combinations within the structural isomers. Itis however
difficult to predict activity differences between the structural isomers of monospecific sc(Fv)2s that are divalent as well.
Non-patent Document 10 ignores the potential differences in activity between the two structural isomers and measures
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activity (binding activity) using a mixture of the structural isomers. This is because the activity between each structural
isomer of sc(Fv)2 could not be strictly compared since highly purified structural isomers could not be prepared because
of the difficulty in separation and purification of sc(Fv)2 structural isomers.

[0010] Even for sc(Fv)2s with altered linker length, until now it has also been impossible to "identify" (rather than
"predict") each of the two types of structural isomers presumed from linker length and to quantitatively evaluate the
content ratio of the structural isomers. Thus, to date, no quantitative evaluation has been performed to reveal the
relationship between linker length and content ratio of the structural isomers in sc(Fv)2. Therefore, there are substantially
no reports describing the regulation of content ratio of structural isomers by altering linker length.

[0011] Alteration of linker length results in the alternation of the distance between the two antigen-binding sites in sc
(Fv)2, and thus, linker length has a possible influence on biological activity (agonistic activity such as receptor dimeri-
zation). It is thus preferable that the distance between the two antigen-binding sites be arbitrarily adjusted by the lengths
of the linkers depending on the type of antigen. Furthermore, linker length has been reported to have a great influence
on stability (Non-patent Documents 1 and 2) and the stability of scFvs is known to generally decrease as linkers get
shorter. The same would be true for sc(Fv)2s. Itis reported that dimers are easily formed by shortening the middle linker
(Non-patent Document 6). For the preparation of a highly stable sc(Fv)2, linker lengths that can be arbitrarily adjustable
are preferred. When sc(Fv)2s are developed as pharmaceuticals, it is thus preferable that target structural isomers be
isolated by their arbitrary linker lengths. However, there are no previous reports describing the isolation of each of the
two types of structural isomers, bivalent scFv and single chain diabody, from sc(Fv)2s with linkers of arbitrary lengths.
[0012] To develop sc(Fv)2s comprising structural isomers as pharmaceuticals, it is necessary to separate and purify
only the targeted structural isomer and to manufacture a bulk drug which comprises only one of the structural isomers.
Alternatively, when such a bulk drug is a mixture of structural isomers, it is required to determine the properties of the
two types of structural isomers and to conduct a specification test to quantitatively analyze the content ratio of the
respective structural isomers. However, to date, there are no known methods for separating and purifying, quantitatively
analyzing, or identifying the structural isomers of sc(Fv)2s.

[0013] Meanwhile, some reports describe methods for controlling the abundance ratio of monomer/dimer/trimer/te-
tramer of scFv based on linker length. However, to date, there are no reports describing methods for controlling the
abundance ratio of structural isomers by altering linker length because no methods for quantitatively analyzing the
structural isomers of sc(Fv)2 have been discovered, as described above.

Non-patent Document 1: Protein Engineering, 1993, 6(8), 989-995

Non-patent Document 2: Protein Engineering, 1994, 7(8), 1027-1033

Non-patent Document 3: Journal of Immunology, 1994, 152, 5368-5374

Non-patent Document 4: Journal of Immunology, 1995, 154, 4576-4582

Non-patent Document 5: PNAS, 1995, 92, 7021-7025

Non-patent Document 6: Journal of Molecular Biology, 1999, 293, 41-56

Non-patent Document 7: Protein Engineering, 2001, 14(10), 815-823

Non-patent Document 8: Journal of Molecular Biology, 2003, 330, 99-111

Non-patent Document 9: Protein Eng Des Sel. 2004 Apr, 17(4), 357-66

Non-patent Document 10: Clinical Cancer Research, 2004, 10, 1274-1281

Non-patent Document 11: Int. J. Cancer, 1998, 77, 763-772

Disclosure of the Invention

[Problems to be Solved by the Invention]

[0014] The present invention was achieved in view of such circumstances. An objective of the present invention is to
provide, pharmaceutical compositions comprising as an active ingredient a specific structural isomer of sc(Fv)2, methods
for producing the compositions, and methods for determining structure and specification testing of such structuralisomers
for developing pharmaceuticals. An alternative objective is to provide methods for increasing the proportion of a specific
structural isomer in sc(Fv)2 compositions, methods for increasing the activity of sc(Fv)2 compositions using such meth-
ods, and methods for analyzing the structural isomers in sc(Fv)2 compositions.

[Means for Solving the Problems]

[0015] The structural isomers of human Mpl antibody and humanized anti-human Mpl antibody were confirmed to be
of single chain diabody type and bivalent scFv type by separating the structural isomers from the sc(Fv)2 compositions
and by cleaving the linker(s) or the region adjacent to the linker(s) of the obtained isomers. In addition, the agonistic
activity was found to be markedly different between these structural isomers.

[0016] The present inventors also discovered that the content ratio of the structural isomers in sc(Fv)2 compositions
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can be regulated by altering the linker length of sc(Fv)2s.
[0017] The present invention provides the following [1] to [44]:
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[1] @ method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

(a) separating structural isomers in the sc(Fv)2 composition, and
(b) obtaining a specific structural isomer from the separated structural isomers;

[2] @ method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

a) pre-identifying a structural isomer with higher activity by comparing the activities of structural isomers of sc
Fv)2;

b) separating structural isomers in the sc(Fv)2 composition; and

c) obtaining the structural isomer with higher activity identified in step (a);

(
(
(
(

[3] @ method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

(a) determining a linker length so that the structural isomer ratio in an sc(Fv)2 composition would be of a preferred
value;

(b) preparing a sc(Fv)2 composition that has the linker length determined in step (a);

(c) separating structural isomers in the prepared sc(Fv)2 composition; and

(d) obtaining a specific structural isomer from the separated structural isomers;

[4] a method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

(a) preparing multiple sc(Fv)2 compositions with linkers of varying lengths;

(b) selecting an sc(Fv)2 with linker(s) that give a preferred of structural isomer ratio in an sc(Fv)2 composition;
(c) preparing an sc(Fv)2 composition in which the linker lengths are the same as those of sc(Fv)2 selected in
step (b);

(d) separating the structural isomers in the prepared sc(Fv)2 composition; and

(e) obtaining a specific structural isomer from the separated structural isomers;

[5]1the method of any one of[1]to [4], wherein the structural isomer is of single chain diabody type or bivalent scFv type;
[6] the method of any one of [1] to [5], wherein the structural isomer has an agonistic activity;

[7] the method of any one of [1] to [6], wherein a linker of sc(Fv)2 is 15 amino acids in length;

[8] a pharmaceutical composition prepared by the production method of any one of [1] to [7];

[9] a pharmaceutical composition, wherein the proportion of a specific structural isomer in an sc(Fv)2 composition
is 80% or greater;

[10] the pharmaceutical composition of [9], wherein the structural isomer is of single chain diabody type or bivalent
scFv type;

[11] the pharmaceutical composition of [9] or [10], wherein the structural isomer binds to a receptor;

[12] the pharmaceutical composition of any one of [9] to [11], wherein the structural isomer has an agonistic activity;
[13] the pharmaceutical composition of [9] to [12], wherein a linker of sc(Fv)2 is 15 amino acids in length;

[14] a method for controlling the activity of an sc(Fv)2 composition comprising the step of altering the structural
isomer proportion in the sc(Fv)2 composition;

[15] a method for increasing the activity of an sc(Fv)2 composition comprising the step of increasing the proportion
of a specific structural isomer in the sc(Fv)2 composition;

[16] a method for increasing the activity of an sc(Fv)2 composition comprising the steps of:

(a) separating structural isomers in an sc(Fv)2 composition;
(b) obtaining a specific structural isomer from the separated structural isomers;

[17] a method for increasing the activity of an sc(Fv)2 composition comprising the steps of:

(a) pre-identifying a structural isomer with higher activity by comparing the activities of structural isomers of sc
(Fv)z;

(b) separating structural isomers in the sc(Fv)2 composition; and

(c) obtaining the structural isomer with higher activity that was identified in step (a);
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[18] a method for increasing the activity of an sc(Fv)2 composition comprising the steps of:

(a) applying an sc(Fv)2 composition onto an ion exchange column; and
(b) removing a specific structural isomer;

[19] the method of any one of [14] to [18], wherein the structural isomer is of single chain diabody type or bivalent
scFv type;

[20] a method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which
comprises the step of heating the sc(Fv)2 composition;

[21] the method of [20], wherein the structural isomer is of single chain diabody type or bivalent scFv type;

[22] a method for increasing the content ratio of the single chain diabody type in an sc(Fv)2 composition, comprising
the step of incubating the sc(Fv)2 composition at 15°C to 50°C;

[23] a method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which
comprises the step of substituting, with a charged amino acid residue, an amino acid residue at the contact surface
of heavy chain and light chain variable regions in the sc(Fv)2;

[24] a method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which
comprises the step of substituting the following amino acid residues with an amino acid residue having the same
type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[25] a method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which
comprises the step of substituting the following amino acid residues with an amino acid residue having the same
type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[26] a method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which
comprises the step of substituting either one of the following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[27] a method for increasing the activity of an sc(Fv)2 composition, which comprises the step of substituting, with a
charged amino acid residue, an amino acid residue at the contact surface of heavy chain and light chain variable
regions of sc(Fv)2;

[28] a method for increasing the activity of an sc(Fv)2 composition, comprising the step of substituting the following
amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[29] a method for increasing the activity of an sc(Fv)2 composition, comprising the step of substituting the following
amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[30] a method for increasing the activity of an sc(Fv)2 composition comprising the step of substituting either one of
the following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
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(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[31] a method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, which comprises
the step of substituting, with a charged amino acid residue, an amino acid residue at the contact surface of heavy
chain and light chain variable regions of sc(Fv)2;

[32] a method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the
step of substituting the following amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[383] a method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the
step of substituting the following amino residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[34] a method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the
step of substituting either one of the following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2;

[35] a method for controlling the proportion of a structural isomer in an sc(Fv)2 composition comprising the step of
adjusting the length of a linker in sc(Fv)2;

[36] the method of [35], wherein the structural isomer is of a single chain diabody type or bivalent scFv type;

[37] a method for increasing the proportion of the single chain diabody type in an sc(Fv)2 composition, which
comprises the step of adjusting the lengths of both end linkers of sc(Fv)2 to 0 to 12 amino acids and the length of
the middle linker to 10 to 30 amino acids;

[38] a method for increasing the proportion of the bivalent scFv type in an sc(Fv)2 composition, which comprises
the step of adjusting the lengths of both end linkers of sc(Fv)2 to 12 to 30 amino acids and the length of the middle
linker to 0 to 10 amino acids;

[39] a method for producing an sc(Fv)2 composition in which the content ratio of a single chain diabody type is 80%
or greater, which comprises the step of adjusting the lengths of both end linkers of sc(Fv)2 to 0 to 12 amino acids
and the length of the middle linker to 0 to 10 amino acids;

[40] a method for producing an sc(Fv)2 composition in which the content ratio of bivalent scFv type is 80% or greater,
which comprises the step of adjusting the lengths of both end linkers of sc(Fv)2 to 12 to 30 amino acids and the
length of the middle linker to 0 to 10 amino acids;

[41] a method for analyzing a structural isomer in an sc(Fv)2 composition, comprising the step of cleaving a linker
or a region adjacent to the linker in sc(Fv)2;

[42] the method of [41], wherein the linker or the region nearby the linker is cleaved by a treatment with an enzyme;
[43]the method of [41] or [42], wherein the structural isomer is of a single chain diabody type or bivalentscFv type; and
[44] a method for analyzing a structural isomer in an sc(Fv)2 composition comprising the steps of:

(a) treating the sc(Fv)2 composition with an enzyme; and
(b) determining the molecular weight or structure of the product after treatment.

Brief Description of the Drawings

[0018]

Fig. 1 shows in (a) a diagram illustrating VH 1-linker-VL1-linker-VH2-linker-VL2 structure of VB22B sc(Fv)2, and in
(b), a diagram showing the two types of structural isomers of the VH1-linker-VL1-linker-VH2-linker-VL2 structure.
This diagram shows the bivalent scFv structure (left) in which VH1 is associated with VL1, and VH2 is associated
with VL2; and the single chain diabody structure (right) in which VH1 is associated with VL2, and VH2 is associated
with VL1.
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Fig. 2 shows results of separation of peak 1 and peak 2 in anion exchange chromatography.

Fig. 3 shows the result of reducing SDS-PAGE of peak 1, peak 2, and VB22B sc(Fv)2 before and after subtilisin
treatment. The putative structures for the obtained bands are shown on the right.

Fig. 4 shows a diagram illustrating the difference in the proteolytic pattern after limited proteolysis by subtilisin. The
difference results from the structural difference between the bivalent scFv and single chain antibody. In the case of
bivalent scFv structure, the low molecular weight antibody fragment is formed, which is boxed with a dotted line.
Fig. 5 shows a result of gel filtration chromatography after limited proteolysis of peak 1, peak 2, and VB22B sc(Fv)
2 by subtilisin. The elution position of the low molecular weight antibody peaks are indicated by the arrows.

Fig. 6 shows results of a TPO-like agonistic activity assay of VB22B sc(Fv)2 structural isomers.

Fig. 7 shows results of separating peak 1 and peak 2, using cation exchange chromatography.

Fig. 8 shows peptide mapping of peak 1 and peak 2 which were separated by cation exchange chromatography.
Fig. 9 shows results of reducing SDS-PAGE of peak 1, peak 2, and hVB22B u2-wz4 sc(Fv)2 after subtilisin treatment.
The structures of the obtained bands are shown on the right.

Fig. 10 shows results of gel filtration chromatography after limited proteolysis of peak 1, peak 2, and hVB22B u2-
wz4 sc(Fv)2 by subtilisin. The elution position of the low molecular weight antibody peak is indicated by the arrows.
Fig. 11 shows results from a TPO-like agonistic activity assay of hVB22B u2-wz4 sc(Fv)2 structural isomers.

Fig. 12 shows a diagram illustrating each construct with modified linker forms. Gxx represents a construct where
the length of middle linker is xx. Lxx is a construct where the length of end linkers are xx; the (GGGGS (SEQ ID
NO: 11))n sequence was used for each linker. L8 represents a construct where the GGGGSGGS sequence (SEQ
ID NO: 20) is used for both end linkers whose length is 8. L12 represents a construct where the GGGGSGGGGSGS
sequence (SEQ ID NO: 21) is used for both end linkers whose length is 12. Pxx represents a construct where the
length of middle linker is made into xx using the (GGPGS(SEQ ID NO: 17))n sequence as a linker.

Fig. 13 shows results of anion exchange chromatography analysis of each modified linker form and the abundance
ratio of the obtained structural isomers. The percentage of the bivalent scFv type structure is shown.

Fig. 14 shows chromatograms of hydroxyapatite column and graphs indicating the result of gel filtration chromatog-
raphy analysis of the purified fractions.

Fig. 15 shows results of chromatographic analysis using SOURCE 15S column.

Fig. 16 shows results of cation exchange chromatography analysis.

Fig. 17 is a photograph presenting results of SDS-PAGE analysis of peak 1 and peak 2 of hVB22B u2-wz4 sc(Fv)
2 purified on a large scale.

Fig. 18 shows results of gel filtration analysis of peak 1 and peak 2 of hVB22B u2-wz4 sc(Fv)2 purified on a large scale.
Fig. 19 shows results of gel filtration chromatography of u2-wz4, and the modified forms v1 and v3.

Fig. 20 shows results of cation exchange chromatography of u2-wz4, and the modified forms ov1 and v3.

Fig. 21 is a photograph presenting results of isoelectric focusing of u2-wz4, purified u2-wz4 peak 1 and peak 2, and
the modified forms v1 and v3.

Fig. 22 shows results of gel filtration chromatography analysis of purified u2-wz4 peak 1 and peak 2, and the modified
forms v1 and v3 after limited proteolysis using protease.

Fig. 23 shows results of TPO-like agonistic activity assay for purified u2-wz4 peak 1 and peak 2, and the modified
forms v1 and v3.

Fig. 24 shows results of DSC analysis of purified u2-wz4 peak 1 and peak 2, and the modified forms v1 and v3.
Fig. 25 shows results of gel filtration chromatography analysis in the heat accelerated test of purified u2-wz4 peak
1 and peak 2, and the modified forms v1 and v3.

Fig. 26 shows results of cation exchange chromatography in the heat accelerated test of purified u2-wz4 peak 1
and peak 2, and the modified forms v1 and v3.

Fig. 27 shows results of separation of peak 1 and peak 2 of humanized anti-human IL-6 receptor antibody sc(Fv)2
using cation exchange chromatography.

Fig. 28 shows results of cation exchange chromatography analysis of purified peak 1 and peak 2 of humanized anti-
human IL-6 receptor antibody sc(Fv)2.

Fig. 29 shows results of reducing SDS-PAGE of peak 1 and peak 2 of humanized anti-human IL-6 receptor antibody
sc(Fv)2 after subtilisin treatment. Putative structures of the obtained bands are given on the right.

Fig. 30 shows results of gel filtration chromatography after limited proteolysis of peak 1 and peak 2 of humanized
anti-human IL-6 receptor antibody sc(Fv)2 with subtilisin. The elution position of the low molecular weight antibody
peak is indicated by an arrow.

Fig. 31 shows results of IL-6-neutralizing activity assay for peak 1 and peak 2 of humanized anti-human IL-6 receptor
antibody sc(Fv)2 in BaF3/gp130.

Fig. 32 shows a chronological increase of peak 2 in anion exchange chromatography analysis using samples of
VB22B sc(Fv)2 peak 1 incubated in 20 mM sodium acetate/150 mM NaCl (pH 6.0) at 40°C.

Fig. 33 shows a graph assaying the agonistic activity of peak 1 and peak 2 of VB22B sc(Fv)2, and the samples
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incubated at 40°C for 6 days. The graph also confirms activity increase by isomerization of peak 1 to peak 2.
Fig. 34 shows isomerization of hVB22B u2-wz4 sc(Fv)2 peak 1 to peak?2 by incubating peak 1 at 25°C for 10 days

under various conditions.

Best Mode for Carrying Out the Invention

[0019] In the course of analyzing structural isomers of sc(Fv)2s, the present inventors discovered that there were
differences in activity between the structural isomers. Furthermore, the inventors found that the ratio of structural isomers
in sc(Fv)2 compositions was adjustable and specific structural isomers could be separately obtained from the sc(Fv)2
compositions. The present invention was achieved based on these findings.

[0020] The present invention provides methods for producing pharmaceutical compositions, which comprise steps of
separating structural isomers in the sc(Fv)2 compositions and obtaining specific structural isomers from the separated
structural isomers.

[0021] Inthe present invention, sc(Fv)2 are single-chain low molecular weight antibodies produced by linking four or
more antibody variable regions with linkers and such. The sc(Fv)2 includes, for example, antibodies with the following
arrangement: [variable region 1] (linker 1)[variable region 2] (linker 2)[variable region 3] (linker 3)[variable region 4].
[0022] Generally, sc(Fv)2 is a single-chain antibody produced by linking two VHs and two VLs, four variable regions
in total, with linkers and such (Hudson et al., J Immunol. Methods (1999) 231 : 177-189). The two VHs and two VLs may
derive from different monoclonal antibodies.

[0023] sc(Fv)2s can be produced by methods known to those skilled in the art, for example, by linking scFvs with
linkers. scFv contains the VH and VL of an antibody, and these regions exist on a single polypeptide chain (for a review
on scFv, see Pluckthun "The Pharmacology of Monoclonal Antibodies" Vol. 113, eds. Rosenburg and Moore, Springer
Verlag, New York (1994) pp. 269-315).

[0024] The sc(Fv)2s of the present invention include antibodies in which two VHs and two VLs are arranged in the
order of, VH, VL, VH, and VL ([VH] linker [VL] linker [VH] linker [VL]), starting from the N terminus of a single-chain
polypeptide. However, the order of the two VHs and two VLs is not limited to the above arrangement, and may be
arranged in any order. Examples of arrangements are listed below:

[VL] linker [VH] linker [VH] linker [VL]
[VH] linker [VL] linker [VL] linker [VH]
[VH] linker [VH] linker [VL] linker [VL]
[VL] linker [VL] linker [VH] linker [VH]
[VL] linker [VH] linker [VL] linker [VH]

[0025] The sc(Fv)2s of the present invention may also comprise amino acid sequences in addition to those of the
antibody variable regions and linkers.

[0026] The variable regions of the antibody used in the present invention may be the entire variable region, or partial
sequences of the variable region, as long as they retain antigen-binding activity. Furthermore, the amino acid sequences
in the variable regions may be substituted, deleted, added, inserted, and such. For example, the variable regions may
be chimerized or humanized to reduce antigenicity.

[0027] Other proteins, such as an Fc domain of an IgG, may be fused with the N or C terminus of the sc(Fv)2 of the
present invention (Clinical Cancer Research (2004) 10, 1274-1281). Such proteins to be fused can be suitably selected
by those skilled in the art. The sc(Fv)2 of the present invention may be in the form of (scFv)2-Fc in which two units of
scFv are linked to the N terminus of each hinge of Fc and the antibody Fc region is used as the middle linker (linker 2)
(J Immunol Methods (2005) 306(1-2):93-103).

[0028] The sc(Fv)2s of the present invention may be conjugated with carrier polymers, such as PEGs, or organic
compounds, such as anticancer agents. Alternatively, sugar chains can be added by inserting a glycosylation sequence.
[0029] Thelinkers for linking the variable regions of an antibody can be arbitrary peptide linkers that can be introduced
by genetic engineering, or synthetic linkers (for example, see Protein Engineering (1996) 9(3), 299-305); however,
peptide linkers are preferred in the present invention. The length of the peptide linkers can be suitably selected by those
skilled in the art, depending on the purpose, and is preferably five amino acids or more (the upper limit is not particularly
limited; however, the length is typically 30 amino acids or less, preferably 20 amino acids or less), and more preferably
15 amino acids. When an sc(Fv)2 comprises three peptide linkers, the lengths of the peptide linkers may all be the same
or different.

[0030] For example, such peptide linkers include:

Ser

Gly-Ser

Gly-Gly-Ser
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Ser-Gly-Gly

Gly-Gly-Gly-Ser (SEQ ID NO: 9)

Ser-Gly-Gly-Gly (SEQ ID NO: 10)

Gly-Gly-Gly-Gly-Ser (SEQ ID NO: 11)

Ser-Gly-Gly-Gly-Gly (SEQ ID NO: 12)

Gly-Gly-Gly-Gly-Gly-Ser (SEQ ID NO: 13)

Ser-Gly-Gly-Gly-Gly-Gly (SEQ ID NO: 14)

Gly-Gly-Gly-Gly-Gly-Gly-Ser (SEQ ID NO: 15)

Ser-Gly-Gly-Gly-Gly-Gly-Gly (SEQ ID NO: 16)

(Gly-Gly-Gly-Gly-Ser (SEQ ID NO: 11))n

(Ser-Gly-Gly-Gly-Gly (SEQ ID NO: 12))n

where n is an integer of one or more. The lengths and sequences of the peptide linkers can be suitably selected by
those skilled in the art, depending on the purpose.

[0031] Syntheticlinkers (chemical crosslinking agents) include crosslinking agents routinely used to crosslink peptides,
for example, N-hydroxy succinimide (NHS), disuccinimidyl suberate (DSS), bis(succinimidyl) suberate (BS3), dithiobis
(succinimidyl propionate) (DSP), dithiobis(succinimidyl propionate) (DTSSP), ethylene glycol bis(succinimidyl succinate)
(EGS), ethylene glycol bis(sulfosuccinimidyl succinate) (sulfo-EGS), disuccinimidyl tartrate (DST), disulfosuccinimidy!l
tartrate (sulfo-DST), bis[2-(succinimidoxycarbonyloxy)ethyl] sulfone (BSOCOES), and bis[2-(succinimidoxycarbonyloxy)
ethyl] sulfone (sulfo-BSOCOES). These crosslinking agents are commercially available.

[0032] In general, three linkers are required to link four antibody variable regions together. The linkers to be used may
all be the same or different.

[0033] Herein, the sc(Fv)2 compositions refer to compositions comprising one or more structural isomers of sc(Fv)2.
[0034] sc(Fv)2 compositions can be prepared by methods known to those skilled in the art. For example, the sc(Fv)
2 compositions can be prepared by introducing into a host cell a vector comprising DNA encoding sc(Fv)2 as an insert,
expressing sc(Fv)2, and collecting the expression products.

[0035] The vectors are not particularly limited, and any vector can be used so long as it can stably carry the insert
DNA. For example, when Escherichia coli (E. coli) is used as the host, various commercially available vectors may be
used; however, preferred cloning vectors are pBluescript vector (Stratagene). When using vectors for the purpose of
producing the sc(Fv)2 of the present invention, expression vectors are particularly useful. The expression vectors are
not particularly limited so long as the vectors expresses the sc(Fv)2 in vilro, in E. coli, in culture cells, or in a body of an
organism. For example, pBEST vector (Promega) is preferred for in vifro expression; pET vector (Invitrogen), for E. coli;
pPME18S-FL3 vector (GenBank Accession No. AB009864), for culture cells; and pME18S vector (Mol Cell Biol. 8:466-472
(1988)), for organisms. DNAs of the present invention can be inserted into the vectors by conventional methods, for
example, by ligation using restriction sites (Current protocols in Molecular Biology, eds. Ausubel et al. (1987) Publish.
John Wiley & Sons, Section 11.4-11.11).

[0036] The host cells described above are not particularly limited, and depending on the purpose, various host cells
can be used. Cells for expressing sc(Fv)2 include, for example, bacterial cells (for example, Sireptococcus, Staphylo-
cocceus, E. coli, Streptomyces, and Bacillus subtilis); fungal cells (for example, yeast and Aspergillus); insect cells (for
example, Drosophila S2 and Spodoptera SF9); animal cells (for example, CHO, COS, Hela, C127, 3T3, BHK, HEK293,
and Bowes melanoma cell); and plant cells. The vectors can be introduced into host cells by known methods, for example,
calcium-phosphate precipitation method, electroporation (Current protocols in Molecular Biology, eds. Ausubel et al.
(1987) Publish. John Wiley & Sons, Section 9.1-9.9), lipofectamine method (GIBCO-BRL), and microinjection method.
[0037] When the sc(Fv)2 of the present invention is secreted into the culture media, the sc(Fv)2 compositions can be
collected by collecting the culture media. Alternatively, when the sc(Fv)2 is produced within cells, the cells are first lysed
and then the sc(Fv)2 compositions are collected.

[0038] The sc(Fv)2 compositions of the present invention may be in any state, so long as they comprise one or more
structural isomers of sc(Fv)2. The compositions include, for example, crude compositions such as recombinant cell
cultures, and compositions in a purified state, but are not limited thereto.

[0039] Inthe presentinvention, structural isomers refer to proteins whose amino acid sequences are identical but the
conformations (secondary or tertiary structures) are different from each other. In general, structural isomers are different
in at least one of chemical, biological, or physical properties.

[0040] The structural isomers of sc(Fv)2 include, for example, structural isomers of single chain diabody type and
bivalent scFv type.

[0041] Herein, the single chain diabody type refers to sc(Fv)2 having a structure in which variable regions 1 and 4 are
associated together, and variable regions 2 and 3 are associated together, when the sc(Fv)2 are in the following ar-
rangement: [variable region 1] (linker 1)[variable region 2] (linker 2) [variable region 3] (linker 3)[variable region 4].
[0042] Herein, the bivalent scFv type refers to sc(Fv)2 having a structure in which variable regions 1 and 2 are
associated together and variable regions 3 and 4 are associated together.
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[0043] The single chain diabody type and bivalent scFv type include, for example, sc(Fv)2 having the structure shown
in Fig. 1b. Whether a structural isomer of sc(Fv)2 has a single chain diabody type structure or bivalent scFv type structure
can be determined by the methods for identifying structural isomers as described below. Alternatively, such an identifi-
cation can be carried out by NMR analysis, crystal structure analysis, or such.

[0044] The structural isomers can be separated and obtained (purified) from sc(Fv)2 compositions, for example, by
loading the sc(Fv)2 compositions onto an ion exchange or hydroxyapatite column and obtaining or removing specific
structural isomers, but are not limited to these methods. The purification can also be carried out by methods known to
those skilled in the art, such as various chromatographic columns, filtration, ultrafiltration, salting precipitation, solvent
precipitation, solvent extraction, distillation, immunoprecipitation, SDS-polyacrylamide gel electrophoresis, isoelectric
focusing, capillary isoelectric focusing, dialysis, and recrystallization.

[0045] Chromatographies include, for example, ion exchange chromatographies, adsorption chromatographies, iso-
electric focusing, gel filtrations, reverse-phase chromatographies, and hydrophobic chromatographies (Strategies for
Protein Purification and Characterization: A Laboratory Course Manual. Ed Daniel R. Marshak et al., Cold Spring Harbor
Laboratory Press, 1996). Chromatographies can be carried out by using liquid phase chromatographies such as HPLC
and FPLC.

[0046] When ion exchange chromatographies are used, the types of ion exchange columns to be used are not par-
ticularly limited. Both cation exchange columns and anion exchange columns may be used, and such columns can be
suitably determined depending on the target antibody, structuralisomer, or such. For example, SP ion exchange columns,
Q ion exchange columns, and the like can be used, but are not limited thereto. Adsorption chromatographies include,
for example, hydroxyapatite chromatography, but are not limited thereto.

[0047] Based on the present invention, purified samples of specific structural isomers can also be obtained using
these purification methods.

[0048] The production methods of the pharmaceutical compositions of the present invention compares the activity
between the structural isomers of sc(Fv)2 and pre-determines the structural isomer with a higher activity, when the
structural isomers in sc(Fv)2 compositions are different in their activities. Thus they allow the separation and acquisition
of a structural isomer with higher activity from structural isomers in sc(Fv)2 compositions. Furthermore, the production
methods of the pharmaceutical compositions of the present invention enable the preparation of compositions of sc(Fv)
2 having predetermined linker lengths, in which the linker lengths are determined to obtain a preferred ratio of structural
isomers in the sc(Fv)2 compositions using the method described below, before separating the structural isomers from
the sc(Fv)2 compositions. Alternatively, sc(Fv)2 compositions can also be prepared by the following steps: preparing
multiple sc(Fv)2 compositions with varying linker lengths before separating the structural isomers from the sc(Fv)2
compositions; analyzing the ratio of the structural isomers by the methods of analyzing the ratio of structural isomers
described below; selecting sc(Fv)2 having linkers that give a preferred ratio of structural isomers in sc(Fv)2 compositions,
and preparing sc(Fv)2 compositions from the selected sc(Fv)2. Alternatively, sc(Fv)2 compositions can also be prepared
from the selected sc(Fv)2 by modifying amino acid residues which form the contact surface of VH and VL, using the
method described below.

[0049] Herein, the structuralisomer with higher activity refers to structuralisomers which have a high activity, preferably
having the highest activity, when the structural isomers differ in their activities. For example, when two types of structural
isomers exist, the structural isomer having higher activity is the present invention’s structural isomer with higher activity.
[0050] Structural isomers with higher activity can be determined by methods known to those skilled in the art. The
structural isomers with higher activity can be determined, for example, by isolating each structural isomer and by meas-
uring their activities of interest under the same conditions.

[0051] The activity of the present invention may be any activity, such as binding activity, neutralizing activity, cytotoxic
activity, agonistic activity, antagonistic activity, and enzymatic activity. The activity is not particularly limited; however,
the activity is preferably an activity that quantitatively and/or qualitatively alters or influences living bodies, tissues, cells,
proteins, DNAs, RNAs, and such., Agonistic activities are especially preferred.

[0052] "Agonistic activity" refers to an activity that induces a change in some physiological activity by transducing a
signal into cells and such, due to the binding of an antibody to an antigen such as a receptor. Physiological activities
include, but are not limited to, for example, proliferation activity, survival activity, differentiation activity, transcriptional
activity, membrane transportation activity, binding activity, proteolytic activity, phosphorylation/dephosphorylation activ-
ity, oxidation/reduction activity, transfer activity, nucleolytic activity, dehydration activity, cell death-inducing activity, and
apoptosis-inducing activity.

[0053] The antigens of the present invention are not particularly limited, and any antigen may be used. Examples of
antigens include, receptors, tumor antigens, MHC antigens, and differentiation antigens. Examples of receptors include
receptors belonging to receptor families such as the hematopoietic growth factor receptor family, the cytokine receptor
family, the tyrosine kinase receptor family, the serine/threonine kinase receptor family, the TNF receptor family, the G
protein-coupled receptor family, the GPIl-anchored receptor family, the tyrosine phosphatase receptor family, the adhe-
sion factor family, and the hormone receptor family. There are many documents that describe receptors belonging to
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these receptor families, and their characteristics, which include for example, Cooke BA, King RJB, van der Molen HJ
Eds. New Comprehensive Biochemistry Vo1.18B "Hormones and their Actions Part II" pp. 1-46 (1988) Elsevier Science
Publishers BV, New York, USA; Patthy L. (1990) Cell, 61: 13-14; Ullrich A. et al. (1990) Cell, 61: 203-212; Massagul J.
(1992) Cell, 69: 1067-1070; MiyajimaA. et al. (1992) Annu. Rev. Immunol., 10: 295-331; Taga T. and Kishimoto T. (1992)
FASEB J., 7: 3387-3396; Fantl WI. et al. (1993) Annu. Rev. Biochem., 62: 453-481; Smith CA., et al. (1994) Cell, 76:
959-962; Flower DR. (1999) Biochim. Biophys. Acta, 1422: 207-234; SAIBO KOGAKU (Cell Technology) Supplementary
vol. Handbook series "Handbook for Adhesion factors" M. Miyasaka Ed. (1994) Shujunnsha, Tokyo, Japan, and so on.
[0054] Specificreceptors belonging to the receptor families listed above include: human or mouse erythropoietin (EPO)
receptor, human or mouse granulocyte-colony stimulating factor (G-CSF) receptor, human or mouse thrombopoietin
(TPO) receptor, human or mouse insulin receptor, human or mouse Flt-3 ligand receptor, human or mouse platelet-
derived growth factor (PDGF) receptor, human or mouse interferon (IFN)-o and -B receptor, human or mouse leptin
receptor, human or mouse growth hormone (GH) receptor, human or mouse interleukin (IL)-10 receptor, human or
mouse insulin-like growth factor (IGF)-I receptor, human or mouse leukemia inhibitory factor (LIF) receptor, and human
or mouse ciliary neurotrophic factor (CNTF) receptor (hEPOR: Simon, S. etal. (1990) Blood 76, 31-35; mEPOR: D’Andrea,
AD. et al. (1989) Cell 57, 277-285; hG-CSFR: Fukunaga, R. et al. (1990) Proc. Natl. Acad. Sci. USA. 87, 8702-8706;
mG-CSFR: Fukunaga, R. et al. (1990) Cell 61, 341-350; hTPOR: Vigon, |. et al. (1992) 89, 5640-5644; mTPOR: Skoda,
RC. et al. (1993) 12, 2645-2653; hinsR: Ullrich, A. et al. (1985) Nature 313, 756-761; hFIt-3: Small, D. et al. (1994) Proc.
Natl. Acad. Sci. USA. 91, 459-463; hPDGFR: Gronwald, RGK. et al. (1988) Proc. Natl. Acad. Sci. USA. 85, 3435-3439;
hIFN o/ R: Uze, G. et al. (1990) Cell 60, 225-234, and Novick, D. et al. (1994) Cell 77, 391-400).

[0055] Tumor antigens, which are also called tumor-specific antigens, are expressed along with malignant transfor-
mation of cells. Furthermore, abnormal sugar chains displayed on cellular surface or protein molecules upon canceration
of cells also serve as tumor antigens, and are called tumor-associated carbohydrate antigens in particular. Tumor
antigens include, for example, CA19-9, CA15-3, sialyl SSEA-1 (SLX) and the like.

[0056] MHC antigens are broadly grouped under MHC class | and Il antigens. MHC class | antigens include HLA-A,
-B, -C, -E, -F, -G, and -H, while MHC class |l antigens include HLA-DR, -DQ, and -DP.

[0057] Differentiation antigens include CD1, CD2, CD3, CD4, CD5, CDs6, CD7, CD8, CD10, CD11a, CD11b, CD11c,
CD13,CD14,CD15s,CD16, CD18, CD19, CD20, CD21, CD23, CD25, CD28, CD29, CD30, CD32, CD33, CD34, CD35,
CD38, CD40, CD41a, CD41b, CD42a, CD42b, CD43, CD44, CD45, CD45R0O, CD48, CD49a, CD49b, CD49c¢, CD49d,
CD49e, CD49f, CD51, CD54, CD55, CD56, CD57, CD58, CD61, CD62E, CD62L, CD62P, CD64, CD69, CD71, CD73,
CD95, CD102, CD106, CD122, CD126, and CDw130 and such.

[0058] There is no limitation as to the type of detection indicators to be used for determining the change in activity, as
long as the indicator can monitor quantitative and/or qualitative changes. For example, it is possible to use cell-free
assay indicators, cell-based assay indicators, tissue-based assay indicators, and in biological indicators.

[0059] Indicators that can be used in cell-free assays include enzymatic reactions, quantitative and/or qualitative
changes in proteins, DNAs, or RNAs. Such enzymatic reactions include, for example, amino acid transfers, sugar
transfers, dehydrations, dehydrogenations, and substrate cleavages. Alternatively, protein phosphorylations, dephos-
phorylations, dimerizations, multimerizations, hydrolyses, dissociations and such; DNA or RNA amplifications, cleavages,
and extensions can be used as the indicator in cell-free assays. For example, protein phosphorylations downstream of
a signhal transduction pathway may be used as a detection indicator.

[0060] Alterations in cell phenotype, for example, quantitative and/or qualitative alterations in products, alterations in
growth activity, alterations in cell number, morphological alterations, or alterations in cellular properties, can be used as
indicators in cell-based assays. The products include, for example, secretory proteins, surface antigens, intracellular
proteins,and mRNAs. The morphological alterations include, for example, alterations in dendrite formation and/or dendrite
number, alteration in cell flatness, alteration in cell elongation/axial ratio, alterations in cell size, alterations in intracellular
structure, heterogeneity/homogeneity of cell populations, and alterations in cell density. Such morphological alterations
can be observed under a microscope. Cellular properties to be used as the indicator include anchor dependency,
cytokine-dependent response, hormone dependency, drug resistance, cell motility, cell migration activity, pulsatory
activity, and alteration in intracellular substances. Cell motility includes cell infiltration activity and cell migration activity.
The alterations in intracellular substances include, for example, alterations in enzyme activity, mRNA levels, levels of
intracellular signaling molecules such as Ca2+ andcAMP, and intracellular protein levels. When a cellmembrane receptor
is used, alterations in the cell proliferating activity induced by receptor stimulation can be used as the indicator.

[0061] Indicators to be used in tissue-based assays include functional alterations adequate for the subject tissue.
[0062] Alterations in tissue weight, alterations in the blood system (for example, alterations in blood cell counts, protein
contents, or enzyme activities), alterations in electrolyte levels, and alterations in the circulating system (for example,
alterations in blood pressure or heart rate) can be used as biological indicators.

[0063] The methods for measuring such detection indices are not particularly limited. For example, absorbance,
luminescence, color development, fluorescence, radioactivity, fluorescence polarization, surface plasmon resonance
signal, time-resolved fluorescence, mass, absorption spectrum, light scattering, and fluorescence resonance energy
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transfer may be used. These measurement methods are known to those skilled in the art and may be selected appro-
priately depending on the purpose.

[0064] For example, absorption spectra can be obtained by using a conventional photometer, plate reader, or such;
luminescence can be measured with a luminometer or such; and fluorescence can be measured with a fluorometer or
such. Mass can be determined with a mass spectrometer. Radioactivity can be determined with a device such as a
gamma counterdepending on the type of radiation. Fluorescence polarization can be measured with BEACON (TaKaRa).
Surface plasmon resonance signals can be obtained with BIACORE. Time-resolved fluorescence, fluorescence reso-
nance energy transfer, or such can be measured with ARVO or such. Furthermore, a flow cytometer can also be used
for measuring. It is possible to use one of the above methods to measure two or more different types of detection indices.
A greater number of detection indices may also be examined by using two or more measurement methods simultaneously
and/or consecutively. For example, fluorescence and fluorescence resonance energy transfer can be measured at the
same time with a fluorometer.

[0065] In the present invention, agonistic activities can be assayed by methods known to those skKilled in the art. For
example, agonistic activities can be determined by methods using cell growth as an indicator, as described in the
Examples. More specifically, an antibody whose agonistic activity is to be determined is added to cells which proliferate
in an agonist-dependent manner, followed by incubation of the cells. Then, a reagent such as WST-8 which shows a
coloring reaction at specific wavelengths depending on the viable cell count, is added to the culture and the absorbance
is measured. Subsequently, the agonistic activity can be determined using the obtained absorbance as an indicator
[0066] Cells that proliferate in an agonist-dependent manner can also be prepared by methods known to those skilled
in the art. For example, when the antigen is a receptor capable of transducing cell growth signals, cells expressing the
receptor may be used. Alternatively, when the antigen is a receptor that cannot transduce signals, a chimeric receptor
consisting of the intracellular domain of a receptor that transduces cell growth signals and the extracellular domain of a
receptor that does not transduce cell growth signals can be prepared for cellular expression. Receptors that transduce
cell growth signals include, for example, G-CSF receptors, mpl, neu, GM-CSF receptors, EPO receptors, c-kit, and FLT-
3. Cells that can be used to express a receptor include, for example, BaF3, NFS60, FDCP-1, FDCP-2, CTLL-2, DA-1,
and KT-3.

[0067] Herein, pharmaceutical sc(Fv)2 compositions refer to sc(Fv)2 compositions aimed at administration to humans
for treating or preventing diseases.

[0068] Specific structural isomers of sc(Fv)2 separated and obtained by the methods of the present invention or sc
(Fv)2 compositions with an increased portion of specific structural isomers as described in the methods below can be
mixed with pharmaceutically acceptable carriers or solvents that are inactive to the sc(Fv)2 to prepare pharmaceutical
compositions. Specifically, the present invention also provides pharmaceutical compositions that comprise as an active
ingredient a structural isomer of sc(Fv)2 separated and obtained by the methods described above or a sc(Fv)2 composition
with an increased portion of a specific structural isomer.

[0069] Such pharmaceutically acceptable carriers and solvents include, for example, sterilized water, physiological
saline, stabilizers, vehicles, antioxidants (ascorbic acid and such), buffers (phosphate, citrate, and other organic acids
and such), preservatives, detergents (PEG and Tween and the like), chelating agents (EDTA and the like), and binders
and the like. Alternatively, the pharmaceutically acceptable carries and solvents may comprise other low molecular
weight antibody polypeptides; proteins, such as serum albumin, gelatin, and immunoglobulins; amino acids, such as
glycine, glutamine, asparagine, arginine, and lysine; carbohydrates and sugars, such as polysaccharides and monosac-
charides; and sugar alcohols, such as mannitol and sorbitol. When prepared as aqueous solutions for injection, the
compositions can comprise, for example, physiological saline, an isotonic solution comprising glucose and other adju-
vants, including, for example, D-sorbitol, D-mannose, D-mannitol, and sodium chloride, which can also be used in
combination with an appropriate solubilizing agent, for example, alcohol (such as ethanol), polyalcohol (propylene glycol
and PEG and such), and non-ionic detergent (polysorbate 80 and HCO-50 and such).

[0070] If required, the agents may be encapsulated in microcapsules (microcapsules of hydroxymethylcellulose, gel-
atin, poly[methylmethacrylic acid] or such) or prepared as colloidal drug delivery systems (liposome, albumin micro-
spheres, microemulsion, nano-particles, nano-capsules, and such) (see "Remington’s Pharmaceutical Science 16th
edition", Oslo Ed., 1980, and the like). Furthermore, methods for making agents into sustained-release agents are also
known, and are applicable to the present invention (Langer et al., J. Biomed. Mater. Res. 1981, 15: 167-277; Langer,
Chem. Tech. 1982, 12: 98-105; U.S. Patent No. 3,773,919; European Patent Application No. (EP) 58,481; Sidman et
al., Biopolymers 1983, 22: 547-556; and EP 133,988).

[0071] The sc(Fv)2 pharmaceutical compositions of the present invention can be prepared by methods known to those
skilled in the art and are not limited to the methods described above.

[0072] Administration to patients may be performed either orally or parenterally, but preferably is performed parenter-
ally. Specific examples include injections, nasal formulations, pulmonary formulations, and cutaneous formulations. For
example, injections can be administered systemically or locally by intravenous injection, intramuscular injection, intra-
peritoneal injection, or subcutaneous injection. Furthermore, methods for administration can be suitably selected ac-
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cording to the age and symptoms of the patient. Dose to be given for example, can be selected from within the range
of 0.0001 mg to 1,000 mg per kg of body weight for a single dose. Alternatively, the dose can be selected from within
the range of 0.001 to 100,000 mg/body for each patient. However, the dose of an antibody of the present invention is
not limited to these examples.

[0073] The present invention provides sc(Fv)2 compositions in which the content ratio of a specific structural isomer
is 80% or greater, preferably 90% or greater, and more preferably 95% or greater. More specifically, sc(Fv)2 compositions
in which the content ratio of single chain diabody type is 80% or greater, preferably 90% or greater, and more preferably
95% or greater, or sc(Fv)2 compositions in which the content ratio of bivalent scFv type is 80% or greater, preferably
90% or greater, and more preferably 95% or greater can be exemplified.

[0074] Herein, "the content ratio of a specific structural isomer is 80%" means that the proportion of a specific structural
isomer to the total structural isomers in the sc(Fv)2 composition is 80%. For example, when an sc(Fv)2 composition
comprises two types of structural isomers, single chain diabody type and bivalent scFv type, "the content ratio of the
single chain diabody type is 80%" means that the ratio of the single chain diabody type and bivalent scFv type is 80:20.
[0075] Inthe present invention, the upper limit of the content ratio of 80% or greater, 90% or greater, or 95% or greater
is not particularly limited; however, the limit is preferably 100% or close to 100%. The upper limit that is close to 100%
includes, for example, 99.999%, 99.99%, 99.9%, 99%, or such, varying depending on the purification and/or analytical
techniques ofthose skilled in the art. The content ratio of a structuralisomer can be determined, for example, by separating
the structural isomers using ion exchange chromatography, isoelectric focusing, capillary isoelectric focusing, andthe like.
[0076] The present invention also provides pharmaceutical compositions comprising as an active ingredient an sc(Fv)
2 composition in which the content ratio of a specific structural isomer is 80% or greater. When sc(Fv)2 is used as a
pharmaceutical composition, in general, higher activities are preferred. Thus, the composition preferably comprises as
an active ingredient an sc(Fv)2 composition in which the content ratio of a structural isomer with higher activity is 80%
or greater. For example, the agonistic activity of an anti-Mpl antibody is higher when the antibody is in the form of a
single chain diabody. Therefore, when sc(Fv)2 is used against Mpl as an agonist, such pharmaceutical compositions
preferably comprises as an active ingredient an sc(Fv)2 composition in which the content ratio of single chain diabody
type is 80% or greater.

[0077] The present invention provides methods for controlling the activity of sc(Fv)2 compositions, which comprise
the steps of modifying the proportion of structural isomers in the sc(Fv)2 compositions.

[0078] Based on the finding that there are significant differences between the activities of structural isomers of sc(Fv)
2, the present invention has discovered that the activity of sc(Fv)2 compositions can be controlled by altering the content
ratio of a specific structural isomer in the sc(Fv)2 compositions. Specific methods for controlling the activity of sc(Fv)2
compositions include, for example, altering the ratio between the single chain diabody type and bivalent scFv type in
the sc(Fv)2 compositions. The activity of sc(Fv)2 compositions can thus be controlled by this method.

[0079] The present invention also provides methods for increasing the activity of sc(Fv)2 compositions, which comprise
increasing the proportion of a specific structural isomer in the sc(Fv)2 compositions. This can be performed by the above-
described methods for separating and obtaining specific structural isomers from the sc(Fv)2 compositions.

[0080] For example, highly active sc(Fv)2 compositions can be produced by increasing the proportion of a structural
isomer with higher activity in sc(Fv)2 compositions. In contrast, sc(Fv)2 compositions with a repressed activity can be
produced by reducing the proportion of the structural isomer with higher activity in the sc(Fv)2 compositions.

[0081] When the activity of the single chain diabody type is higher than that of the bivalent scFv type, the activity of
sc(Fv)2 compositions can be increased by increasing the content ratio of the single chain diabody type in sc(Fv)2
compositions, or the activity of sc(Fv)2 compositions can be reduced by increasing the content ratio of the bivalent scFv
type. In contrast, when the activity of the bivalent scFv type is higher than that of the single chain diabody type, the
activity of sc(Fv)2 compositions can be increased by increasing the content ratio of the bivalent scFv type in sc(Fv)2
compositions, or the activity of sc(Fv)2 compositions can be reduced by increasing the content ratio of the single chain
diabody type. Whether the single chain diabody has the higher activity or whether the bivalent scFv has the higher activity
depends on the type of activity of interest; however, the activity can be readily determined by methods known to those
skilled in the art.

[0082] When sc(Fv)2s are used as pharmaceutical compositions, higher activities are often more preferredin general.
Accordingly, the activity of pharmaceutical compositions can be increased by altering the content of a specific structural
isomer in sc(Fv)2 compositions.

[0083] The method for increasing the activity of sc(Fv)2 compositions by increasing the content ratio of a specific
structural isomer contained in the sc(Fv)2 compositions can be any method. For example, the content ratio of a specific
structural isomer may be increased after obtaining the sc(Fv)2 composition or alternatively, DNA encoding sc(Fv)2 may
be designed so that the content ratio of a specific structural isomer would be increased.

[0084] Specific methodsforincreasingthe proportion of a specific structural isomer after obtaining sc(Fv)2 compositions
include, for example, methods that isolate the target structural isomer from the obtained sc(Fv)2 compositions (or re-
moving structural isomers other than the target structural isomer). Such an isolation of the target structural isomers can
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be performed by the above-described protein separation and acquisition methods known to those skilled in the art.
[0085] Furthermore, the content ratio of a specific structural isomer can also be increased, for example, by heating
sc(Fv)2 compositions. The present inventors discovered that the content ratio of the single chain diabody type could be
increased by incubating sc(Fv)2 compositions at a constant temperature. Thus, the content ratio of the single chain
diabody type can be increased by incubating sc(Fv)2 compositions at 15to 50 ° C, preferably at20to 40°C, more preferably
at 25 to 35°C. The increased content ratio of the single chain diabody type would be maintained even when the incubated
sc(Fv)2 compositions are returned to the original temperature.

[0086] Methods fordesighing DNA encoding sc(Fv)2 to increase the contentratio of a specific structural isomer include,
for example, the above described methods for designing DNA such that the linker is of appropriate length.

[0087] Furthermore, the content ratio of a specific structural isomer in sc(Fv)2 compositions can be increased by
controlling the association of the variable regions of sc(Fv)2. Specifically, DNA encoding sc(Fv)2 is modified so that
amino acid residues which form the contact surface of the sc(Fv)2 variable regions are modified.

[0088] Herein, "association"” may in other words refer to the state of interaction between the variable regions of the sc
(Fv)2, for example.

[0089] Herein, "controlling the association" means controlling to achieve adesired state of association, more specifically
controlling to prevent an unfavorable association formed in the sc(Fv)2.

[0090] Herein, "contact surface" generally refers to the association surface when the association (interaction) takes
place. Amino acid residues that form the contact surface generally refer to one or more amino acid residues in the
variable regions of sc(Fv)2, which participate in the association, and more preferably refer to amino acid residues that
come close together and are involved in the interaction when association takes place. Specifically, such interactions
include hydrogen bonding, electrostatic interaction, and salt bridging of amino acid residues that come close together
upon association.

[0091] Herein, the "amino acid residues that form the contact surface" specifically describes the amino acid residues
in the variable regions of sc(Fv)2 that constitute the contact surface.

[0092] Specifically, the "modification” of amino acid residues in the methods of the present invention refers to substi-
tuting the original amino acid residues (before modification) with other amino acid residues, deleting the original amino
acid residues, or newly adding some amino acid residues, but preferably refers to substituting other amino acid residues
for the original amino acid residues.

[0093] "Modifying the DNA" in the above-described methods of the present invention means to modify a DNA so that
it corresponds to the amino acid residues to be introduced by the "modification” of the present invention. More specifically,
"Modifying the DNA" means that a DNA encoding the original amino acid residues is modified to a DNA encoding the
amino acid residues with a modification introduced. This generally implies inserting, deleting, or substituting at least one
nucleotide of the original DNA by gene manipulation or mutagenesis, to create a codon that encodes the target amino
acid residue. Specifically, the codon encoding the original amino acid residue is replaced with a codon encoding an
amino acid residue introduced by modification. Such a DNA modification can be suitably carried out by techniques known
to those skilled in the art, for example, the site-directed mutagenesis method, or PCR mutagenesis method.

[0094] In a preferred embodiment of the present invention, for example, mutations are introduced at amino acid
residues on the contact surface so that the charges of two or more amino acid residues forming the contact surface in
the variable regions of sc(Fv)2 are of the same kind. As a result of such modification of two or more amino acid residues
involved in the association on the contact surface to have the same kind of charge, the association of the amino acid
residues are inhibited by the repulsive force between the charges. Thus, such amino acid residues to be modified by
the methods described above are preferably two or more amino acid residues that come close to each other upon
association of the variable regions of sc(Fv)2 to form the contact surface.

[0095] The amino acid residues that come close together upon association can be found, for example, by analyzing
the tertiary structure of sc(Fv)2 and examining the amino acid sequences of the variable regions that form the contact
surface upon association of the sc(Fv)2. Such amino acid residues that come close together at the contact surface are
preferred targets for "modification” by the methods of the present invention.

[0096] Some amino acids are known to be charged. Generally known amino acids with a positive charge (positively-
charged amino acids) include lysine (K), arginine (R), and histidine (H). Known amino acids with a negative charge
(negatively charged amino acids) include aspartic acid (D) and glutamic acid (E) and such. Thus, in the present invention,
"amino acid residues with the same kind of charge" preferably means amino acid residues with a positive charge, or
those with a negative charge.

[0097] Inthe present invention, amino acid residues that form the contact surface are preferably modified to have the
same kind of charge. Identical amino acids are more preferred among amino acid residues with the same kind of charge.
For example, amino acid residues after modification may be lysine and arginine, more preferably the residues are two
lysines or two arginines.

[0098] When multiple amino acid residues are introduced by modification, the amino acid residues may include a few
non-charged amino acid residues.
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[0099] There is no limitation as to the number of amino acid residues to be modified by the methods of the present
invention. However, to avoid the reduction of binding activity to the antigen, preferably the number of amino acid residues
modified is as few as possible. The above-mentioned "few" means, for example, about 1 to 10, preferably about 1 to 5,
more preferably about 1 to 3, and still more preferably 1 or 2.

[0100] In a preferred embodiment of the present invention, when an amino acid residue (X) that forms the contact
surface in the original sc(Fv)2 is already a charged amino acid, or forms a hydrogen bond, an amino acid residue that
comes close to amino acid residue (X) at association, and which corresponds to the amino acid residue (X) at association,
is modified to an amino acid residue identical to amino acid residue (X) (or an amino acid residue with the same kind of
charge as that of amino acid residue (X)) . In this embodiment, one of the amino acid residues that form the contact
surface may be modified.

[0101] In another preferred embodiment of the present invention, mutations are introduced at amino acid residues on
the contact surface so that the modification of amino acid residues forming the contact surface of the variable regions
in sc(Fv)2 allows the amino acid residues forming the hydrophobic core on the contact surface to become charged amino
acid residues.

[0102] In general, "hydrophobic core" refers to a part formed as a result of hydrophobic amino acid side chains
assembling to the inner side of associated polypeptides. Hydrophobic amino acids include, for example, alanine, iso-
leucine, leucine, methionine, phenylalanine, proline, tryptophan, and valine and such. In addition, amino acid residues
otherthan the hydrophobic amino acid residues (for example, tyrosine) may be involved in the formation of the hydrophobic
core. Together with the hydrophilic surface in which side chains of hydrophilic amino acids are exposed outside, the
hydrophobic core can be a driving force to promote association of water-soluble polypeptides. When hydrophobic amino
acids of two different domains are at the molecule surface and are exposed to water molecules, the entropy is increased,
resulting in increase of free energy. Accordingly, the two domains associate with each other to decrease the free energy
for stabilization, and thus hydrophobic amino acids on the contact surface are buried inside the molecule, forming the
hydrophobic core.

[0103] When amino acid residues forming the hydrophobic core which was formed by the association of polypeptides
are modified to charged polar amino acids, the hydrophobic core formation would be inhibited, resulting in the inhibition
of the polypeptide association. Similarly in sc(Fv)2, which is a polypeptide, the hydrophobic core is formed upon asso-
ciation of the variable regions. Thus, the association of the variable regions can be controlled by replacing these amino
acid residues in the hydrophobic core with charged amino acids.

[0104] Byanalyzingthedesiredsc(Fv)2amino acid sequence, those skilledin the artcan find out whether a hydrophobic
core exists, where the core is formed (regions), and so on.

[0105] Furthermore, knobs-into-holes technology can be used (Japanese Patent Kohyo Publication No. (JP-A)
2001-523971 (unexamined Japanese national phase publication corresponding to a non-Japanese international publi-
cation)) to promote a desirable association of amino acid residues that form the contact surface of the variable regions.
Theknobs-into-holes methodis a method applicable to the presentinvention for introducing a specificand complementary
interaction between the contact surfaces of the first and second polypeptides, which promotes heteromultimer formation
and suppresses homomultimer formation (for example, introducing a residue containing a free thiol into both the first
and second polypeptides at positions corresponding to the contact surfaces, so that a non-natural disulfide bond is
formed between the first and second polypeptides). Knobs-into-holes is an already known technique to those skilled in
the art. Those skilled in the art can suitably apply such a method to sc(Fv)2s. In addition, the above-described methods
can also be used in combination.

[0106] In general, three CDRs and four FR regions constitute the variable region. In a preferred embodiment of the
present invention, amino acid residues to be "modified" can be suitably selected, for example, from amino acid residues
inthe CDRs or FR region. In general, modification of amino acid residues in the CDRs may sometimes result in reduction
of the binding activity to antigens. Thus, although such amino acid residues to be "modified" are not particularly limited,
it is preferable that they be suitably selected from the amino acid residues in the FR region.

[0107] With respect to the desired sc(Fv)2 the association of which is to be controlled by the methods of the present
invention, those skilled in the art can suitably know the types of amino acid residues that come close together on the
contact surface of FR upon association.

[0108] Such amino acid residues that come close together on the contact surface of FR upon association include, for
example, glutamine (Q) at position 39 (FR2 region) in VH and glutamine (Q) at position 38 (FR2 region) in VL facing
(contacting) each other. Another preferred example include leucine (L) at position 45 (FR2) in VH and proline (P) at
position 44 (FR2) in VL facing (contacting) each other. The numbering for these sites is based on the methods of Kabat
et al. (Kabat EA et al. 1991. Sequence of Proteins of Immunological Interest. NIH).

[0109] These amino acid residues are known to be highly conserved between human and mouse (J. Mol. Recognit.
(2003) 16: 113-120). Thus, the association of variable regions of sc(Fv)2s other than the ones described in the Examples
can also be controlled by modifying the amino acid residues corresponding to the amino acid residues listed above.
[0110] Example of methods for increasing the content ratio of the single chain diabody type in an sc(Fv)2 having the
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arrangement of [variable region 1] (linker 1)[variable region 2] (linker 2)[variable region 3] (linker 3)[variable region 4]
are described below.

[0111] When bivalent scFv type occurs in the sc(Fv)2, substitution mutations are introduced at the amino acid residues
which form the contact surfaces of the variable regions to suppress the association between variable regions 1 and 2,
and between variable regions 3 and 4, but not to suppress (to enhance) the association between variable regions 1 and
4, and between variable region 2 and 3.

[0112] When structural isomers having a structure where variable regions 1 and 3 are associated and variable regions
2 and 4 are associated occur in the sc(Fv)2, substitution mutations are introduced at the amino acid residues that form
the contact surfaces of the variable regions to suppress the association described above but not to suppress (to enhance)
the association between variable regions 1 and 4, and the association between variable regions 2 and 3.

[0113] When structural isomers having a structure where variable regions 1 and 3 are associated occur in the sc(Fv)
2, substitution mutations are introduced at the amino acid residues that form the contact surfaces of the variable regions
to suppress the association described above but not to suppress (to enhance) the association between variable regions
1 and 4, and between variable regions 2 and 3.

[0114] When structural isomers having a structure where variable regions 2 and 4 are associated occur in the sc(Fv)
2, substitution mutations are introduced at the amino acid residues that form the contact surfaces of the variable regions
to suppress the association described above but not to suppress (to enhance) the association between variable regions
1 and 4, and between variable regions 2 and 3.

[0115] Alternatively, examples of methods for increasing the content ratio of the bivalent scFv type is described below
in an sc(Fv)2 having the arrangement of [variable region 1] (linker 1)[variable region 2] (linker 2)[variable region 3] (linker
3)[variable region 4],.

[0116] When the single chain diabody type occurs in the sc(Fv)2, substitution mutations are introduced at the amino
acid residues that form the contact surfaces of the variable regions to suppress association between variable regions 1
and 4, and between variable regions 2 and 3, but not to suppress (to enhance) the association between variable regions
1 and 2, and between variable region 3 and 4.

[0117] When structural isomers having a structure where variable regions 1 and 3 are associated and variable regions
2 and 4 are associated occur in the sc(Fv)2, substitution mutations are introduced at the amino acid residues that form
the contact surfaces of the variable regions to suppress the association described above but not to suppress (to enhance)
the association between variable regions 1 and 2, and the association between variable regions 3 and 4.

[0118] When structural isomers having a structure where variable regions 1 and 3 are associated occur in the sc(Fv)
2, substitution mutations are introduced at the amino acid residues that form the contact surfaces of the variable regions
to suppress the association described above but not to suppress (to enhance) the association between variable regions
1 and 2, and between variable regions 3 and 4.

[0119] When structural isomers having a structure where variable regions 2 and 4 are associated occur in the sc(Fv)
2 form, substitution mutations are introduced at the amino acid residues that form the contact surfaces of the variable
regions to suppress the association described above but not to suppress (to enhance) the association between variable
regions 1 and 2, and between variable regions 3 and 4.

[0120] More specific examples are described below, but are not limited thereto.

[0121] For example, for decreasing the percentage of the bivalent scFv type and increasing the percentage of the
single chain diabody type in an sc(Fv)2 having the arrangement of [VH1] linker [VL2] linker [VH3] linker [VL4], forexample,
amino acid residues that form the contact surfaces of VH1 and VL2 are substituted with amino acid residues having the
same kind of charge. Furthermore, amino acid residues that form the contact surfaces of VH3 and VL4 are substituted
with amino acid residues having the same kind of charge, which are not repulsive to (preferably having affinity to) the
amino acid residues introduced into VH1 and VL2. Alternatively, for example, the amino acid side chains forming the
contact surface of VH1 and VL2 are substituted with larger side chains (knobs), and amino acid side chains forming the
contact surface of VH3 and VL4 are substituted with smaller side chains (holes). Such a substitution allows a regulation
such that the association between VH1 and VL2, and between VH3 and VL4 is suppressed, but the association between
VH1 and VL4, and between VL2 and VH3 is not suppressed (enhanced).

[0122] Alternatively, when decreasing the percentage of the single chain diabody type and increasing the percentage
of the bivalent scFv type in sc(Fv)2 having the arrangement of: [VH1] linker [VL2] linker [VH3] linker [VL4], for example,
amino acid residues that form the contact surface of VH1 and VL4 are substituted with amino acid residues having the
same kind of charge. Furthermore, amino acid residues that form the contact surface of VH3 and VL2 are substituted
with amino acid residues with the same kind of charge, which are not repulsive to (preferably having affinity to) the amino
acid residues introduced into VH1 and VL4. Moreover, for example, amino acid side chains that form the contact surface
of VH1 and VL4 are substituted with larger side chains (knob), and amino acid side chains that form the contact surface
of VH3 and VL2 are substituted with smaller side chains (hole). Such a substitution allows a regulation such that the
association between VH1 and VL4 is suppressed, but the association between VH1 and VL2, and between VH3 and
VL4 is not suppressed (enhanced).
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[0123] In a preferred embodiment of the present invention, the present invention provides methods for increasing the
content ratio of specific structural isomers in sc(Fv)2 compositions, which comprise the step of substituting the following
amino acids residues (1) and (2), or (3) and (4) with amino acid residues of the same Kind of charge.

(1) an amino acid residue in the VH of sc(Fv)2, which corresponds to the amino acid residue at position 39 in the
heavy chain amino acid sequence
(2) an amino acid residue in the VL of sc(Fv)2, which corresponds to the amino acid residue at position 38 in the
heavy chain amino acid sequence
(8) an amino acid residue in the VH of sc(Fv)2, which corresponds to the amino acid residue at position 45 in the
heavy chain amino acid sequence
(4) an amino acid residue in the VL of sc(Fv)2, which corresponds to the amino acid residue at position 44 in the
heavy chain amino acid sequence

[0124] The present invention also provides methods for increasing the content ratio of specific structural isomers in
sc(Fv)2 compositions, which comprise the step of substituting a charged amino acid residue for an amino acid residue
of either (1) or (2), or either (3) or (4).

(1) an amino acid residue in the VH of sc(Fv)2, which corresponds to the amino acid residue at position 39 in the
heavy chain amino acid sequence
(2) an amino acid residue in the VL of sc(Fv)2, which corresponds to the amino acid residue at position 38 in the
heavy chain amino acid sequence
(3) an amino acid residue in the VH of sc(Fv)2, which corresponds to the amino acid residue at position 45 in the
heavy chain amino acid sequence
(4) an amino acid residue in the VL of sc(Fv)2, which corresponds to the amino acid residue at position 44 in the
heavy chain amino acid sequence

[0125] Inhuman and mouse, the amino acid residues of (1) to (4) above are in general: (1) glutamine (Q), (2) glutamine
(Q), (3) leucine (L), and (4) proline (P), respectively, but are not limited thereto. Other amino acids equivalent to these
may be used. For example, an amino acid corresponding to the amino acid residue at position 38 in the amino acid
sequence of VL may be, for example, histidine (H) in human. Those skilled in the art can know the type of amino acid
residue that corresponds to an amino acid residue at an arbitrary position by referring to previously published documents
and such (for example, J. Mol. Recognit. (2003) 16: 113-120).

[0126] The isomerization of the structural isomers in sc(Fv)2 compositions, which is described below, can also be
suppressed by substituting amino acid residues that form the contact surface of the heavy chain and light chain variable
regions of sc(Fv)2 with charged amino acid residues. The present invention also provides methods for suppressing the
isomerization of the structural isomers in sc(Fv)2 compositions, which comprise the step of substituting amino acid
residues that form the contact surface of heavy chain and light chain variable regions of sc(Fv)2 with charged amino
acid residues. A specific embodiment of the step of substituting amino acid residues that form the contact surface of
heavy chain and light chain variable regions of sc(Fv)2 with charged amino acid residues is described above.

[0127] The present invention provides methods for controlling the ratio of structural isomers in sc(Fv)2 compositions
by adjusting the lengths of two end linkers and/or middle linker of sc(Fv)2. In the present invention, the two end linkers
are linkers 1 and 3, and the middle linker is linker 2, when sc(Fv)2 has the arrangement of [variable region 1] (linker 1)
[variable region 2] (linker 2)[variable region 3] (linker 3)[variable region 4].

[0128] Specifically, the ratio of the single chain diabody type in sc(Fv)2 compositions can be increased by adjusting
the length of two end linkers to 0 to 12 amino acids and the length of middle linker to 10 to 30 amino acids. Alternatively,
the ratio of the bivalent scFv type in sc(Fv)2 compositions can be increased by adjusting the length of two end linkers
to 12 to 30 amino acids and the length of middle linker to 0 to 10 amino acids.

[0129] Furthermore, the present invention provides methods for producing sc(Fv)2 compositions in which the content
ratio of the single chain diabody type is 80% or higher, preferably 90% or higher, and more preferably 95% or higher by
adjusting the lengths of the two end linkers and/or the middle linker. Furthermore, the present invention provides methods
for producing sc(Fv)2 compositions in which the content ratio of the bivalent scFv type is 80% or higher, preferably 90%
or higher, and more preferably 95% or higher by adjusting the lengths of the two end linkers and/or the middle linker.
[0130] Specifically, sc(Fv)2 compositions in which the content ratio of the single chain diabody type is 80% or higher
can be produced by adjusting the length of two end linkers to 0 to 12 amino acids, and the length of middle linker to 0
to 10 amino acids. Alternatively, sc(Fv)2 compositions in which the content ratio of the bivalent scFv type is 80% or
higher can be produced by adjusting the length of two end linkers to 12 to 30 amino acids and the length of middle linker
to 0 to 10 amino acids.

[0131] The present invention also provides methods for identifying the structures of structural isomers in sc(Fv)2
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compositions, which comprise the step of cleaving the linker portions of sc(Fv)2.

[0132] Herein, the linker portion refers to a portion comprising a linker and its adjacent region. The adjacent linker
region refers to a region consisting of 20 amino acids from the amino acid next to the linker up to the 20th amino acid
towards the variable region side. Thus, the linker portion is a portion in which a region consisting of 20 amino acids is
linked to each end of a linker.

[0133] This method is relatively convenient than methods for analyzing single chain diabody and bivalent scFv types
based on chromatography or such. Chromatography allows the separation of the structural isomers, but cannot identify
the structures of separated sc(Fv)2. The method of the present invention allows the identification of structural isomers
separated by chromatography or such.

[0134] The single chain diabody type and bivalent scFv type are different in tertiary structure. Therefore, when any
one of the three linker portions is cleaved by an enzyme or such, the products after cleavage differ between the single
chain diabody type and bivalent scFv type.

[0135] Specifically, when sc(Fv)2 has the arrangement of [variable region 1] (linker 1)[variable region 2] (linker 2)
[variable region 3] (linker 3)[variable region 4], the cleavage in the portion of linker 1 or 3 does notresultin the dissociation
of the bivalent scFv type into two scFv units since the four variable regions are linked together via covalent or non-
covalent bonds. However, the cleavage in the portion of linker 2 results in the dissociation of two scFv units: scFv
comprising variable regions 1 and 2, and scFv comprising variable regions 3 and 4. The single chain diabody type does
not dissociate into two units of scFv even when cleaved at any of the linker portions 1, 2, and 3 because the four variable
regions are linked together via covalent or non-covalent bonds (see Fig. 4).

[0136] Thus, when the bivalent scFv type is cleaved at any one of the three linker portions, it gives two types of
products, one containing four variable regions and the other containing two variable regions. In contrast, when the single
chain diabody type is cleaved at any one of the three linker portions, it only gives products containing four variable regions.
[0137] As described above, it is possible to examine whether an sc(Fv)2 is of a single chain diabody type or bivalent
scFv type by cleaving one of the linker portions of sc(Fv) with an enzyme or such, and comparing the resulting products
after cleavage. Thus, the present invention provides methods for analyzing the types of the structural isomers in sc(Fv)
2 compositions, which comprise the step of cleaving the linker portions of sc(Fv).

[0138] Specifically, such methods comprise the steps of:

(a) cleaving linker portions of sc(Fv) in sc(Fv)2 compositions; and
(b) determining the molecular weight or structure of the products after cleavage.

[0139] Generally, the linker portions of sc(Fv)2 are known to be sensitive to proteases and such, because the linker
portions do not form a higher order structure (Hoedemaeker et al., J Biol Chem. (1997) 272 : 29784-29789). The method
for cleaving the linkers is not particularly limited, however cleavage by enzymes is preferred and cleavage by proteases
is particularly preferred. Proteases to be used are not particularly limited. Any exopeptidase or endopeptidase can be
used; however, endopeptidases are preferred for the purpose of cleaving linkers. Any endopeptidase, including serine
protease, thiol peptidase, acidic protease, and metalloprotease, can be used. Those skilled in the art can suitably select
an endopeptidase depending on the amino acid sequence and linker type. Such serine proteases include, for example,
trypsin that specifically hydrolyzes the C terminal side of Arg or Lys residue and subtilisin that non-specifically hydrolyzes
proteins and peptides. Alternatively, thiol proteases such as pyroglutamate aminopeptidase that specifically hydrolyzes
pGilu residue atthe N terminus of proteins and peptides, and papain that non-specifically hydrolyzes proteins and peptides
can be used.

[0140] The number of linkers to be cleaved is not limited; however it is preferably one. Conditions for cleaving a single
linker can be determined by methods known to those skilled in the art.

[0141] Furthermore, the molecular weight or structure of the products after cleavage are preferably determined while
retaining non-covalent bonds between the variable regions. For example, native PAGE and gel filtration can be used.
[0142] All prior art documents cited herein are incorporated herein by reference in their entirety.

Examples

[0143] The present invention is specifically illustrated below using Examples, but it is not to be construed as being
limited thereto.

[Example 1] Separation of structural isomers of VB22B sc(Fv)2, determination of their structures, and activity assay
1-1. Preparation of anti-human Mpl antibody VB22B sc(Fv)2

[0144] The anti-human Mpl antibody VB22B sc(Fv)2 was prepared as described in PCT/JP2004/18506 (International
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Patent Application WO2005/56604). Specifically, cDNA for the antibody variable region from mouse hybridoma VB22B
producing anti-human Mpl antibody was cloned. A DNA comprising the nucleotide sequence (SEQ ID NO: 3) having the
arrangement of VH-linker sequence-VL-linker sequence-VH-linker sequence-VL-Flag tag sequence was prepared using
the nucleotide sequence encoding the linker sequence (GlyGlyGlyGlySer)x3 (SEQID NO: 1) andthe nucleotide sequence
encoding a FLAG sequence (AspTyrLysAspAspAspAspLys)(SEQ ID NO: 2). This DNA fragment was cloned into the
expression vector pPCXND3 to construct an expression vector for VB22B sc(Fv)2. This vector was introduced into CHO-
DG44 cells, and thus a stably expressing cell line was prepared. Specifically, a mixture of the expression vector (25 p.g)
and 0.75 ml of CHO-DG44 cells (1 x 107 cells/ml) suspended in PBS was cooled on ice for 10 minutes, and transferred
into a cuvette. The mixture was then pulsed at 1.5 kV and 25 wFD using Gene Pulserll (BioRad). After 10 minutes of
recovery at room temperature, the cells treated by electroporation were added to CHO-S-SFMII medium (Invitrogen)
containing 500 wg/ml Geneticin (Invitrogen). Then, a VB22B sc(Fv)2-producing CHO cell line was established through
selection.

[0145] Then, the culture supernatant of this cell line was loaded onto a Macro-Prep Ceramic Hydroxyapatite Type |
(Bio-Rad) column equilibrated with a 20 mM phosphate buffer (pH6.8), and VB22B sc(Fv)2 was eluted in a stepwise
manner with 250 mM phosphate buffer (pH6.8). The eluted fraction was concentrated on an ultrafilter, and then frac-
tionated by gel filtration chromatography using a HiLoad 26/60 Superdex 200 pg (Amersham Biosciences) column, and
a fraction corresponding to the molecular weight range of about 40 kD to 70 kD was obtained. The fraction was loaded
onto an Anti-Flag M2 Affinity Gel column (Sigma-Aldrich) equilibrated with a 50 mM Tris-HCI buffer (pH7.4) containing
150 mM NaCl and 0.05% Tween 20. The absorbed antibody was eluted with 100 mM glycine-HCI (pH3.5). The eluted
fraction was immediately neutralized with 1 M Tris-HCI (pH8.0), and loaded onto a HiLoad 26/60 Superdex 200 pg
(Amersham Biosciences) column for gel filtration chromatography. 20 mM acetate buffer (pH6.0) containing 150 mM
NaCl and 0.01 % Tween 80 was used in the gel filtration chromatography.

1-2. Separation of structural isomers of VB22B sc(Fv)2

[0146] VB22B sc(Fv)2 is an sc(Fv)2 comprising the sequence of VH,-linker-VL,-linker-VHs-linker-VL,. Therefore,
depending on the combinations of Fv (a molecule in which VH and VL are non-covalently linked), there would be two
types of structural isomers: the bivalent scFv type in which each set of VH; and VL,, and VH3 and VL4 form an Fv; and
the single chain diabody type in which each set of VH; and VL,, and VH, and VL; form an Fv (Fig. 1). As a result of
examining structural isomer separation of VB22B sc(Fv)2, the inventors succeeded in separating various structural
isomers of VB22B sc(Fv)2 by using anion exchange chromatography MONO Q (Amersham Biosciences) under the
following elution conditions.

<Elution conditions>

[0147] Mobile phase A: 20 mM Tris-HCI, pH 8.0

Mobile phase B: 20 mM Tris-HCI, 500 mM NacCl, pH 8.0

Flow rate: 1.0 mi/min

Gradient: BO% — B35% (30 min)

[0148] Under the conditions described above, VB22B sc(Fv)2 was separated into four peaks. The chromatogram
shown in Fig. 2 was obtained. The peaks were named pre peak 1, pre peak 2, peak 1, and peak 2 starting from the peak
with the shortest retention time.

[0149] Sample solutions for peak 1 and peak 2 were introduced into Q-TOF mass spectrometer (Q Tof Ultima, Micro
Mass) by infusion. Appended software (MassLynx) was used for a deconvolution of the obtained multivalent ion spectra
(+). The result showed that the molecular weights were 54115 Da for peak1, and 54112 Da for peak 2. This suggests
that the molecular weights for peak 1 and peak 2 are the same.

[0150] Peak 1 and peak 2 were suggested to be structural isomers (conformational isomers) since VB22B sc(Fv)2
was not glycosylated and moreover, peak 1 and peak 2 had an identical amino acid primary structure but different tertiary
structures that were separated by ion exchange chromatography. Previously published documents suggested the pres-
ence of such structural isomers; however, the finding described above allowed separation of structural isomers for the
first time.

1-3. Determination of the structures of the structural isomers of VB22B sc(Fv)2
[0151] VB22B sc(Fv)2 is an sc(Fv)2 comprising the sequence of VH,-linker-VL,-linker-VHs-linker-VL,. Therefore,
depending on the combinations of Fv (a molecule in which VH and VL are non-covalently linked), two types of structural

isomers are predicted to exist: the bivalent scFv type in which each set of VH, and VL, and VH; and VL, forms a Fv;
and the single chain diabody type in which each set of VH; and VL,, and VH, and VL3 forms a Fv. Thus, peak 1 and
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peak 2 would be of those structural isomers described above.

[0152] Through investigations described herein, a protease-based limited proteolysis method was found as an ana-
lytical method for identifying the two types of structural isomers. The linker portions of sc(Fv)2 are thought to have a
relatively flexible structure and thus be less tolerant to proteases. Peak 1, peak 2, and VB22B bulk (peak 1:peak 2 = 1:
3) were reacted with subtilisin A, a type of protease, under the following conditions.

<Reaction conditions>

[0153] 20 mM sodium citrate, 150 mM NaCl, pH 7.5

VB22B sc(Fv)2 peak 1 or peak 2: 0.14 mg/ml

Subtilisin A: 1 pg/ml

37°C, 30 min

[0154] Following the reaction described above, reducing SDS-PAGE was carried out using TrisGlycine SDS gel (12%).
As aresult, VB22B bulk (prior to separating the structural isomers), peak 1 and peak 2 all showed the same band pattern
(Fig. 3). A band specific to each fragment resulting from the cleavage of VB22B sc(Fv)2 at the three linker portions was
obtained. This indicated that the linker portions of VB22B sc(Fv)2 can be partially and limitedly degraded using the
above-described reaction conditions.

[0155] As shown in Fig. 4, when cleavage occurs at one of the three linkers in the two types of structural isomers, in
the non-denatured state, cleavage at any of the three linkers does not alter the apparent molecular weight in the structure
of single chain diabody type in which VH and VL are non-covalently linked together. However, when cleavage at the
middle linker of the bivalent scFv type occurs, molecular species with half the molecular weight is produced. Thus,
VB22B sc(Fv)2 bulk, peak 1, and peak 2 after partial linker cleavage under the reaction conditions described above
were analyzed by gel filtration chromatography using TSK Super2000 (TOSOH). Gel filtration chromatography was
carried out using the following conditions:

Mobile phase: DPBS(-) pH 7.4

Flow rate: 0.2 ml/min

[0156] As shown in Fig. 5, the result showed no low molecular weight antibody peak in peak 2, while a low molecular
weight antibody peak (about one half of the original molecular weight) was found in peak 1. VB22B sc(Fv)2 bulk, a
mixture of peak 1 and peak 2, was also found to give a low molecular weight antibody peak with a level relevant to the
abundance of peak 1. Thus, peak 1 and peak 2 were identified as bivalent scFv type and single chain diabody type,
respectively.

[0157] This series of procedures enable the separation of structural isomers contained in VB22B sc(Fv)2 and identi-
fication of their structures. Previously published documents predict the structures of structural isomers based on model
prediction. The present investigation discovered methods for identifying the structures of separated structural isomers.
Furthermore, it allowed quantitative evaluation of the abundance ratio of the structural isomers - the bivalent scFv and
single chain diabody structures contained in VB22B sc(Fv)2 - from the peak areas of ion exchange chromatography.

1-4. Biological activity assay of the structural isomers of VB22B sc(Fv)2

[0158] A document (Blood (2005) 105:562-566) has reported that anti-human Mpl antibody VB22B sc(Fv)2 exhibits
a TPO-like agonistic activity. Thus, TPO-like agonistic activity of the separated structural isomers was assessed using
BaF3-human Mpl or BaF3-monkey Mpl that proliferate in a TPO-dependent manner.

[0159] Cells from each cell line were washed twice with RPMI 1640/1% FBS (fetal bovine serum) (Invitrogen), and
then suspended in RPMI 1640/10% FBS to a concentration of 4 x 10° cells/ml. Cell suspensions were aliquoted at 60
wl/wellinto a 96-well plate. Various concentrations of rhTPO (R&D) and samples of the structural isomers were prepared,
and a 40-pl aliquotwas added into each well. The plates were then incubated at 37 °C under 5% CO; for 24 hr. Immediately
after an addition of 10-ul aliquot of WST-8 reagent (Cell Count Reagent SF; Nacalai Tesque) into each well, absorbance
was measured at 450 nm (and at 655 nm as a control) using Benchmark Plus. After two hours of incubation, absorbance
was measured at 450 nm (and at 655 nm as a control) again. The WST-8 reagent changes colors at 450 nm in a color
reaction that reflects the viable cell count. TPO-like agonistic activity was assessed using the change in absorbance
during the two-hour incubation as an index.

[0160] Purified structural isomers of VB22B sc(Fv)2 were assayed for their TPO-like agonistic activity using BaF3-
human Mpl and BaF3-monkey Mpl. The results are shown in Fig. 6. The comparison of agonistic activities between the
structural isomers of peak 1 and peak 2 revealed that peak 2 exhibits a significantly higher activity. This suggests that
anti-Mpl antibody sc(Fv)2 needs to form a single chain diabody structure in order to exert the TPO-like agonistic activity.
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[Example 2] Separation of structural isomers of hVB22B u2-wz4 sc(Fv)2, identification of their structures, and activity
assay

2-1. Preparation of humanized anti-human Mpl antibody hVB22B u2-wz4 sc(Fv)2

[0161] Humanized antibodies were prepared by grafting a complementarity-determining region (hereinafter abbrevi-
ated as "CDR") into the framework regions (hereinafter abbreviated as "FR") of variable regions of VB22B sc(Fv)2
prepared in Example 1. Specifically, synthetic oligo DNAs of about 50 nucleotides were designed so as to make about
20 nucleotides available for hybridization. The synthetic oligo DNAs was also designed such that the resulting gene will
have a nucleotide sequence (SEQ ID NO: 4) having the arrangement of VH-linker-sequence-VL-linker sequence-VH-
linker sequence-VL, using a nucleotide sequence encoding the linker sequence (GlyGlyGlyGlySer)x3 (SEQ ID NO: 1).
These synthetic oligo DNAs were assembled together by PCR to prepare the gene encoding the respective variable
regions. To express the obtained gene in animal cells, an expression vector was constructed, the cell line CHO-DG44
constitutively expressing the antibody was prepared, and culture supernatants were collected by the same method as
that described in Example 1-1. The humanized antibody hVB22B u2-wz4 sc(Fv)2, which is not Flag-tagged, was purified
from culture supernatants using a fusion protein of GST and MG10 (GIn213 to Ala231 in the amino acid sequence of
human Mpl), which is an epitope recognized by VB22B sc(Fv)2.

[0162] The MG10-GST fusion protein was purified using Glutathione Sepharose 4B (Amersham Biosciences) accord-
ing to the supplier’s protocol. Then, the purified MG10-GST fusion protein was immobilized onto a HiTrap NHS-activated
HP Column (Amersham Biosciences) to prepare an affinity column, according to the supplier's protocol. The culture
supernatant of CHO cells expressing the humanized antibody hVB22B u2-wz4 sc(Fv)2 was loaded onto the MG10-GST
fusion protein-immobilized column. The adsorbed humanized antibody hVB22B u2-wz4 sc(Fv)2 was eluted with 100
mM glycine-HCI (pH3.5)/0.01% Tween 80. Immediately after elution, the eluted fraction was neutralized with 1 M Tris-
HCI (pH7.4), and was further subjected to gel filtration chromatography using aHiLoad 16/60 Superdex 200 pg (Amersham
Biosciences). 20 mM citrate buffer (pH7.5) containing 300 mM NaCl and 0.01 % Tween 80 was used in the gel filtration
chromatography.

2-2. Separation and purification of structural isomers of hVB22B u2-wz4 sc(Fv)2

[0163] hVB22Bu2-wz4 sc(Fv)2is ansc(Fv)2 comprising the sequence of VH, -linker-VL,-linker-VH;-linker-VL,. There-
fore, as is the case of VB22B sc(Fv)2, depending on the combinations of Fv (a molecule in which VH and VL are non-
covalently linked), there would be two types of structural isomers: the bivalent scFv type in which each set of VH, and
VL,, anVH3 and VL, form a Fv; and the single chain diabody type in which each set of VH,; and VL,, and VH, and VL,
form a Fv (Fig. 1).

[0164] The separation of structural isomers of hVB22B u2-wz4 sc(Fv)2 was examined. The result suggested that
various components of hVB22B u2-wz4 sc(Fv)2 can be separated using cation exchange chromatography BioAssist S
(TOSOH) under the following elution conditions:

Mobile phase A: 20 mM sodium phosphate, pH 7.5

Mobile phase B: 20 mM sodium phosphate, 500 mM NaCl, pH 7.5

Flow rate: 0.8 ml/min

Gradient: BO% — B35% (30 min)

[0165] Under the conditions described above, hVB22B u2-wz4 sc(Fv)2 was separated into two peaks. The chroma-
togram shown in Fig. 7 was obtained. The peaks were named peak 1 and peak 2 starting from the peak with the shorter
retention time.

[0166] The molecular weights for peak 1 and peak 2 were determined using Q-TOF mass spectrometer (Q Tof Ultima,
Micro Mass). Sample solutions were introduced into Q-TOF by infusion. Appended software (MassLynx) was used for
deconvolution of the obtained multivalent ion spectra (+). The result showed that the molecular weights were 53768 Da
forpeak 1, and 53769 Da for peak 2. Accordingly, the molecular weights for peak 1 and peak 2 were found to be identical.
[0167] Peptide mapping for peak 1 and peak 2 was carried out. After reduction and denaturation followed by car-
boxymethylation, the samples were degraded into peptide fragments using trypsin, and peptide maps were obtained
using reversed-phase chromatography (YMC-Pack-ODS). The peptide maps for peak 1 and peak 2 were compared,
which revealed that the mapping patterns of peak 1 and peak 2 were identical, as shown in Fig. 8. Thus, the amino acid
primary structures were found to be identical to each other.

[0168] hVB22B u2-wz4 sc(Fv)2 was not glycosylated, and the molecular weights for peak 1 and peak 2 were identical
when determined by TOF-MASS. In addition, the mapping patterns for peak 1 and peak 2 were identical to each other.
Accordingly, these findings show that peak 1 and peak 2 are structural isomers (conformational isomers) having different
tertiary structures.

[0169] hVB22B u2-wz4 sc(Fv)2 is an sc(Fv)2 comprising the sequence of VH;-linker-VL,-linker- VH;-linker-VL,, as
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shown in Fig. 1. Therefore, depending on the combinations of Fv (a molecule in which VH and VL are non-covalently
linked), there would be two types of structural isomers: the bivalent scFv type in which each set of VH; and VL,, and
VH3 and VL, forms a Fv ; and the single chain diabody type in which each set of VH; and VL,, and VH, and VL forms
a Fv. Thus, each of peak 1 and peak 2 would have the structure of either bivalent scFv type or single chain diabody type.
[0170] A protease-based limited proteolysis method was found as an analytical method for identifying the two types
of structural isomers. The linker portions of sc(Fv)2 are thought to be relatively flexible in their structures and thus be
less tolerant to proteases. Peak 1, peak 2, and hVB22B u2-wz4 sc(Fv)2 (peak 1:peak 2 = 1:4) were incubated with
subtilisin A, a type of protease, under the following conditions:

20 mM sodium citrate, 150 mM NacCl, pH 7.5

hVB22B u2-wz4 sc(Fv)2 peakl or peak2: 0.15 mg/ml

Subtilisin A: 10 p.g/ml

37°C, 30 min

[0171] After the reaction, reducing SDS-PAGE was carried out using 12.5% Phastgel Homogeneous. According to
the result, all of hVB22B u2-wz4 sc(Fv)2 bulk, peak1, and peak2 showed the same band pattern, as shown in Fig. 9. A
band specific to each fragment that resulted from the cleavage of hVB22B u2-wz4 sc(Fv)2 at the three linker portions
was obtained. This indicated that the linker portions of hVB22B u2-wz4 sc(Fv)2 can be degraded partially and limitedly
using the reaction condition described above.

[0172] As shown in Fig. 4, when cleavage occurs at one of the three linkers in the structures of bivalent scFv type and
single chain diabody type, in the non-denatured state, cleavage at any of the three linkers does not alter the apparent
molecular weight in the structure of single chain diabody type in which VH and VL are non-covalently linked together.
However, when cleavage at the middle linker of the bivalent scFv type occurs, molecular species with half the molecular
weight are produced. Thus, hVB22B u2-wz4 sc(Fv)2 bulk, peak 1, and peak 2 after partial linker cleavage under the
reaction conditions described above were analyzed by gel filtration chromatography using TSK Super2000 (TOSOH).
Gel filtration chromatography was carried out under the following conditions:

Mobile phase: DPBS(-) pH 7.4

Flow rate: 0.2 ml/min

[0173] As shown in Fig. 10, the result showed that there was no low molecular weight antibody peak in peak 2, while
there was one in peak 1 (about one half of the original molecular weight). hVB22B sc(Fv)2 u2-wz4 bulk, a mixture of
peak 1 and peak 2, was also found to give a low molecular weight antibody peak with a level relevant to the abundance
of peak 1. Thus, based on the result, peak 1 and peak 2 were identified as the bivalent scFv type and single chain
diabody type, respectively.

2-3. Binding activity assay of the structural isomers of hVB22B u2-wz4 sc(Fv)2

[0174] The binding activities of hVB22B u2-wz4 sc(Fv)2, and peak 1 and peak 2 separated from hVB22B u2-wz4 sc
(Fv)2 were evaluated as described below. Sensor Chip CM5 (Biacore) was placed in Biacore 3000 (Biacore), and a
fusion protein of MG10 (GIn213 to Ala231 of human Mpl) and GST described in Section 2-1 was immobilized onto the
chip by the amine-coupling method. HBS-EP Buffer (Biacore) was used as the running buffer for the measurement. The
flow rate was 20 pl/min. Six concentrations of each of humanized VB22B u2-wz4 sc(Fv)2 bulk, peak 1, and peak 2 within
about 5 to 150 nM were prepared using HBS-EP Buffer. Each of the samples was injected over the above-described
MG10-immobilized cell for 2 minutes to reveal the binding region. Then, the measurement was conducted for 2 minutes
to reveal the dissociation region. VB22B sc(Fv)2 bound to the MG10-GST fusion protein was removed by injecting 20
mM HCI for 1 minute to recover the immobilized cell. The association rate constant (ka) and dissociation rate constant
(kd) were calculated from the obtained sensorgram using the BlAevaluation Version 3.1 (Biacore) software applying the
bivalent analyte model. The result showed that the dissociation constants (KD) for hVB22B u2-wz4 sc(Fv)2 bulk, peak
1, and peak 2 were 1.02 x 108 M, 1.24 x 108 M, 9.92 x 109 M, respectively, as shown in Table 1. The two types of
structural isomers were found to have comparable binding activities.

Table 1
ka(1/Ms) [x10%] | kd(1/s) [x10-9] KD (hM)
VB22B peaki 5.86 = 0.06 7.27 = 0.25 12.4 =0.05 | n=3
VB22B peak2 571 =0.17 5.66 = 0.24 9.92+0.53 | n=3
VB22B bulk 6.08 = 0.30 6.17 = 0.23 10.2 = 0.8 n=3
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2-4. Agonistic activity assay of structural isomers of hVB22B u2-wz4 sc(Fv)2

[0175] Peak 1, peak 2, and hVB22B u2-wz4 sc(Fv)2 were evaluated for their agonistic activities. As shown in Fig. 11,
the agonistic activity was markedly different between the structural isomers. While peak 2 for the single chain diabody
structure exhibited exceedingly high agonistic activity, the activity was extremely low in peak 1 for the bivalent scFv
structure. The binding activity was comparable between the two types of structural isomers; however in contrast, their
agonistic activities were significantly different. Neither separation nor identification of the structural isomers was carried
out in previously published documents. The investigation described herein discovered for the first time that biological
activities between the two types of the structural isomers differ.

[0176] The separation of the structural isomers in hVB22B u2-wz4 sc(Fv)2 and identification of their structures can
be carried out by this Example. Furthermore, the abundance ratio of the structural isomers each having the bivalent
scFv structure or single chain diabody structure in hVB22B u2-wz4 sc(Fv)2 can be quantitatively analyzed based on
chromatographic peak areas. The agonistic activity was found to be significantly different between the bivalent scFv
structure and single chain diabody structure of hVB22B u2-wz4 sc(Fv)2. Standardization tests to determine properties
of the two types of structural isomers of hVB22B u2-wz4 sc(Fv)2 and to quantitatively analyze the content ratio of each
structural isomer are essential in the development of hVB22B u2-wz4 sc(Fv)2 comprising the structural isomers with
significantly different activity as pharmaceuticals.

[Example 3] Analysis of the abundance ratio of structural isomers of VB22B sc(Fv)2 with modified linkers and regulation
of the ratio of structural isomers

[0177] VB22B sc(Fv)2 is an sc(Fv)2 comprising the sequence of VH4-linker-VL,-linker-VHs-linker-VL,. Therefore,
depending on the combinations of Fv (a molecule in which VH and VL are non-covalently linked), there would be two
types of structural isomers: the bivalent scFv type in which each set of VH, and VL,, and VH; and VL, form a Fv; and
the single chain diabody type in which each set of VH, and VL,, and VH, and VL5 form a Fv.

[0178] The linker in the middle is designated as the middle linker, and the linkers at the two ends are designated as
end linkers. Various VB22B sc(Fv)2 with the middle linker or end linkers of varying lengths were prepared as shown in
Fig. 12, and the abundance ratio of the structural isomers was quantitatively analyzed under the following conditions:
Column: MONO Q (Amersham biosciences)

Mobile phase A: 20 mM Tris-HCI, pH 8.0

Mobile phase B: 20 mM Tris-HCI, 500 mM NaCl, pH 8.0

Flow rate: 1.0 ml/min

Gradient: BO% — B35% (30 min)

[0179] As a result, as shown in Fig. 13, the two types of structural isomers with linkers of arbitrary lengths were
separated by the analytical method described in Example 2, and the abundance ratio of the structural isomers was
determined. It was found that the bivalent scFv type and single chain diabody type ratio can be controlled by linker
length. The use of this analytical method enables the design of linkers with adequate linker lengths to obtain structural
isomers at a desired ratio.

[0180] Previously published documents were unable to quantitatively evaluate linker length-dependent abundance
ratio of structural isomers since neither methods for identifying the structures of the two types of structural isomers nor
quantitative analytical methods were available. Protein Engineering, (1993) 6(8), 989-995, Protein Engineering, (1994)
7(8), 1027-1033, and other documents have reported that in general, an adjacent pair of VH and VL hardly forms a Fv
when linker length is 12 or less. The investigation described herein revealed that when G5 or G10 was used, the single
chain diabody type structure, in which the adjacent pairs of VH and VL have formed a Fv, was present, albeit in a small
amount. Thus, the two types of structures (specifically, the structural isomers) are likely to exist irrespective of the type
of linker. Quantitative analyses of the abundance ratio of structural isomers would thus be necessary to develop sc(Fv)
2 type molecules as pharmaceutics when using any linker. This suggests that the methods of separation and analysis
of the presentinvention, which allow quantitative analysis of the abundance ratio of the structural isomers and separation
and purification of the isomers, are extremely useful in developing sc(Fv)2 type pharmaceutical molecules.

[Example 4] Large scale purification of structural isomers using cation exchange chromatography (SOURCE 15S)

[0181] hVB22B u2-wz4 sc(Fv)2 was purified from culture supernatant of hVB22B u2-wz4 sc(Fv)2-expressing CHO
cells used in Example 2-1. The culture supernatant was diluted three times with purified water, and then was adjusted
to pH 6.0 using 1 M acetic acid. Then, the resulting supernatant was loaded onto SP Sepharose Fast Flow column
(Amersham Biosciences) equilibrated with 20 mM sodium acetate buffer (pH 6.0). The column was washed with the
same buffer, and then the polypeptide adsorbed onto the column was eluted with a linear gradient of 0 to 0.5 M NaCl
in the same buffer (Step 1). The resulting fractions were analyzed by reducing SDS-PAGE using TrisGlycine SDS gel
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(12%). Fractions containing hVB22B u2-wz4 sc(Fv)2 were collected.

[0182] The hVB22B u2-wz4 sc(Fv)2 fraction in step 1 was loaded onto a hydroxyapatite column (type I, 20 pm; BIO-
RAD) equilibrated with 10 mM phosphate buffer (pH 6.8). The column was washed with the same buffer. The concentration
of the phosphate buffer (pH 6.8) was raised linearly up to 160 mM to elute the polypeptide adsorbed to the column (Fig.
14). Small elution peaks appeared after the main peak. SDS-PAGE analysis revealed that these peaks were all from
hVB22B u2-wz4 sc(Fv)2. As shown in the right panel of Fig. 14, analytical gel filtration using a Superdex 200 PC 3.2/30
column (Amersham Biosciences) revealed that the main peak contained mostly hVB22B u2-wz4 sc(Fv)2 monomers
and the latter peaks correspond to aggregate fractions for dimers and higher multimers of hVB22B u2-wz4 sc(Fv)2. This
indicates that the monomer fraction of hVB22B u2-wz4 sc(Fv)2 can be separated in this step.

[0183] The monomer fraction for hVB22B u2-wz4 sc(Fv)2 obtained in step 2 was diluted five times with purified water,
andthen loaded onto SOURCE 15S column (Amersham Biosciences) equilibrated with 20 mM sodium phosphate buffer
(pH 7.0). The column was washed with the same buffer. The NaCl concentration was increased linearly from 0 mM up
to 36 mM in the same buffer. Then, the NaCl concentration was fixed at 36 mM to maximize the separation of the two
peaks during elution. As shown in Fig. 15, after elution of the two peaks of hVB22B u2-wz4 sc(Fv)2, the NaCl concentration
was raised again, the polypeptide more strongly adsorbed to the column was eluted, and the column was washed.
Analysis using the BioAssist S column described in Section 2-2 revealed that, of these two peaks, the main peak to be
eluted first is peak 2, and the one to be eluted next is peak 1 (Fig. 16).

[0184] Both purified peak 1 and peak 2 for hVB22B u2-wz4 sc(Fv)2 were observed as single bands with a molecular
weight of about 55 kDa in SDS-PAGE analyses using the above-described SDS gel under reducing and non-reducing
conditions (Fig. 17). Furthermore, peak 1 and peak 2 for hVB22B u2-wz4 sc(Fv)2 each gave a single peak with apparent
molecular weight of about 50 kDa in gel filtration chromatography analysis using the TSK Super2000 column described
in Sections 1-3 (Fig. 18).

[0185] Thus, the present inventors succeeded in developing a method for purifying only the desired monomers of
structural isomer of hVB22B u2-wz4 sc(Fv)2 without using gelfiltration chromatography that is inadequate for large scale
purification.

[Example 5] Preparation of VH/VL contact surface modified sc(Fv)2 type, and analysis and identification of structural
isomers thereof

5-1. Preparation of VH/VL contact surface modified sc(Fv)2 type

[0186] Gilnatposition 39 of VH (atposition 39 in the amino acid sequence of SEQ ID NO: 289 shown in WO 2005/56604)
and Gin at position 38 of VL (at position 43 in the amino acid sequence of SEQ ID NO: 291 in WO 2005/56604), which
are the amino acids that form the VH/VL contact surface in hVB22B u2-wz4 sc(Fv)2 (hereinafter abbreviated as u2-wz4)
prepared in Example 2, were modified by the following procedure. u2-wz4 has the arrangement of:

[VH1] linker [VL2] linker [VH3] linker [VL4], which are linked with the amino acid linker sequence (GlyGlyGlyGlySer)
x3 (SEQ ID NO: 1)), and transcribed and translated from the nucleotide sequence of SEQ ID NO: 4. First, modified
hVB22B u2-wz4(v1) sc(Fv)2 gene (hereinafter abbreviated as v1; the nucleotide sequence is shown in SEQ ID NO:
5; the amino acid sequence is shown in SEQ ID NO: 6) with the following modifications was prepared. Substitution
with:

Glu (genetic codon: GAG) for Gin (genetic codon: CAG) at position 39 in VH1;

Glu (genetic codon: GAG) for Gin (genetic codon: CAG) at position 38 in VL2;

Lys (genetic codon: AAG) for Gin (genetic codon: CAG) at position 39 in VH3, and Lys (genetic codon: AAG) for
Gin (geneticcodon: CAG) at position 38 in VL4. Furthermore, modified hVB22B u2-wz4(v3) sc(Fv)2 gene (hereinafter
abbreviated as v3; the nucleotide sequence is shown in SEQ ID NO: 7; and the amino acid sequence is shown in
SEQ ID NO: 8) with the following modifications was prepared.

Substitution with:

Glu (genetic codon: GAQG) for Gln (genetic codon: CAG) at position 39 in VH1;

Lys (genetic codon: AAG) for GIn (genetic codon: CAG) at position 38 in VL2;

Lys (genetic codon: AAG) for GiIn (genetic codon: CAG) at position 39 in VH3, and Glu (genetic codon: GAG) for
Gin (genetic codon: CAG) at position 38 in VL4. The modification of the gene was catrried out by introducing point
mutations using QuikChange

Site-Directed Mutagenesis Kit (STRATAGENE) according to the manufacturer's protocol.

After determination of the nucleotide sequence of each gene, the resulting DNA fragments were cloned into the expression

vector pCXND3 to construct expression vectors. These vectors were introduced into CHO-DG44 cells, and thus cell
lines stably expressing the DNA fragments were prepared. Specifically, the expression vectors (20 ng) were combined
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with 0.75 ml of CHO-DG44 cells (1 x 107 cells/ml) suspended in PBS. The resulting mixtures were cooled on ice for 10
minutes, and transferred into cuvettes. The mixtures were then pulsed at 1.5 kV and 25 wFD using Gene Pulser Xcell
(BioRad). After 10 minutes of recovery at room temperature, the cells treated by electroporation were added to CHO-
S-SFMII medium (Invitrogen) containing 500 png/ml Geneticin (Invitrogen). Then, v1-producing CHO cell line and v3-
producing CHO cell line were established through selection.

[0187] The VH/VL contact surface-modified sc(Fv)2 type are not Flag-tagged. Thus, the antibodies were purified from
culture supernatants using a fusion protein of GST with MG10 (GIn213 to Ala231 in the amino acid sequence of human
Mpl) which is an epitope recognized by VB22B sc(Fv)2. The MG10-GST fusion protein was purified using Glutathione
Sepharose 4B (Amersham Biosciences) according to the manufacturer’s protocol. Furthermore, an affinity column was
prepared by immobilizing the purified MG10-GST fusion protein onto HiTrap NHS-activated HP (Amersham Biosciences)
according to the manufacturer’s protocol. A culture supernatant of v1-expressing CHO cell line or v3-expressing CHO
cell line was loaded onto MG10-GST fusion protein-immobilized column to adsorb v1 or v3. Elution was carried out using
100 mM Gilycine-HCI (pH 3.5)/0.01 % Tween80. The elution fractions were immediately neutralized with 1 M Tris-HCI
(pH 7.4). The monomer molecules was purified by gel filtration chromatography using HiLoad 16/60 Superdex200pg
(Amersham Biosciences). The buffer used in the gel filtration chromatography was 20 mM citrate buffer (pH 7.5)/300
mM NaCl/ 0.01 % Tween 80. The result of gel filtration chromatography shown in Fig. 19 revealed that, modified forms
v1 and v3in culture supernatants has a decreased proportion of aggregates that are dimer or higher multimers. However,
the monomer ratios for v1 (89%) and v3 (77%) were increased in comparison with that of u2-wz4 before modification
(569%). The madification of Amino acids on the VH/VL contact surface in the modified forms of v1 and v3 are inferred to
have inhibited unfavorable association due to the electrostatic repulsion and enhanced favorable association. As de-
scribed above, the inventors succeeded in efficiently expressing monomer molecules by controlling the association.

5-2. Analysis and identification of structural isomers of modified VH/VL contact surface sc(Fv)2 type

[0188] The obtained modified VH/VL contact surface form, v1 and v3, and the original form u2-wz4 were analyzed for
the abundance ratio of the structural isomers by cation exchange chromatography and isoelectrofocusing. Furthermore,
structural identification was carried out using the protease-based limited proteolysis method.

Cation exchange chromatography was performed as described below.

Column: TSK-gel Bioassist S; 4.6 mm¢ x 50 mm (TOSOH)

Flow rate: 0.8 ml/min

Detection wavelength: 220nm

Elution conditions:

Eluent A : 20 mmol/l Phosphate buffer (pH 7.0)
Eluent B : 20 mmol/l Phosphate buffer / 500 mmol/l NaCl (pH 7.0)

Gradient:

Time (min) B%

0 0
5 0
25 30
25.1 100
35 100
35.1 0

[0189] Isoelectric focusing was carried out as described below. PhastGel Dry IEF gel (Amersham Biosciences) was
swollen in the gel swelling buffer described below for 30 minutes or longer. Samples were added to the pre-swollen gel,
and electrophoresed using PhastSystem under the following electrophoresis conditions. After electrophoresis, the gel
was soaked in 20% TCA solution for 30 minutes, and then washed three times or more with milliQ water, for 5 minutes
each. The gel was stained by Coomassie or silver staining depending on the protein concentrations of the samples.
Coomassie staining was carried out using 0.02% CBB containing 0.1% CuSO, (w/v) as the staining solution, and de-
staining was carried out using 30% methanol containing 10% acetic acid. Silver staining was carried out using Silver
Stain kit, Protein (Amersham Biosciences) according to the standard protocol appended to the kit.

25



10

15

20

25

30

35

40

45

50

55

EP 1 870 458 A1

<Gel swelling solution>

Pharmalyte 8.5-10 80 pl
Biolyte 7-9 10 pl
Biolyte 3-9 10 pl
20% Glycerol 2.0 mi

<Electrophoresis programs

SAMPLE APPLICATION DOWN AT step2 0 Vh
SAMPLE APPLICATION UP AT step3 0 Vh
Step 1 2000V 25mA 35W 15°C 75 Vh
Step 2 200V 25mA 35W 15°C 15 Vh

Step 3 2000V 25mA 35W 15°C 410 Vh

[0190] The structuralidentification using protease-based limited proteolysis method was performed under the condition
indicated below. Each of purified u2-wz4 peak 1 and peak 2, and modified forms v1 and v3 was reacted with subtilisin
A under the following conditions:

20 mM sodium citrate, 150 mM NacCl, pH 7.5

hVB22B u2-wz4 sc(Fv)2 peak 1 or peak 2: 0.15 mg/mi

Subtilisin A: 10 p.g/ml

37°C, 30 min

[0191] The resulting reaction solution was analyzed by gel filtration chromatography under the following conditions:

Column: TSKgel Super2000sw (TOSOH)

Eluent: 50 mM sodium phosphate, 300 mM KCI, pH 7.0
Flow rate: 0.2 ml/min

Detection: 220 nm

[0192] The results of analyses of structural isomers using cation exchange chromatography and isoelectric focusing,
which are shown in Figs. 20 and 21, revealed that 100% of the modified form v1 was expressed as a structural isomer
of the single chain diabody type and 100% of the modified form v3 was expressed as a structural isomer of the bivalent
scFv type whereas u2-wz4 expressed a mixture of the two structural isomers which contain bivalent scFv type (24%)
and single chain diabody (76%). As shown in Fig. 22, the result of protease-based limited proteolysis also revealed that
alike purified u2-wz4 peak 1, the modified form v3 gave a low molecular weight antibody peak whereas modified form
v1 gave no low molecular weight antibody peak as in the purified u2-wz4 peak 2. This shows that modified form v1 is
expressed as a structural isomer of the single chain diabody type while modified form v3 is expressed as a structural
isomer of the bivalent scFv type.

[Example 6] Activity assay and stability assay of the VH/VL contact surface-modified sc(Fv)2 6-1. Biological activity
assay of sc(Fv)2 with modified VH/VL contact surface

[0193] Forms v1 and v3 with modified VH/VL contact surface were assayed for their agonistic activity by the method
shown in Example 1. The agonistic activity was markedly different between the structural isomers. As shown in Fig. 11,
peak 2 with the single chain diabody structure exhibited very high agonistic activity while the activity of peak 1 with the
bivalent scFv structure was extremely low. As shown in Fig. 23, the activity of modified form v1 was comparable to that
of peak 2 and the activity of modified form v3 was comparable to that of peak 1. This finding in terms of the biological
activity also demonstrates that the modified form v1 has a single chain diabody structure, and the modified form v3 has
a bivalent scFv structure.

6-2. Stability assay of sc(Fv)2 with modified VH/VL contact surface

[0194] To evaluate the stability of purified u2-wz4 peak 1 and peak 2, and the modified forms v1 and v3, denaturation
temperature (Tm) was measured by differential scanning calorimetry under the following conditions:

DSC: N-DSCII (Applied Thermodynamics)
Solution: 20 mM sodium citrate, 300 mM NaCl, pH 7.0
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Protein concentration: 0.1 mg/ml
Scanning speed: 1°C/min

[0195] Results of each DSC measurement are shown in Fig. 24. Tm values of the purified u2-wz4 peak 2 and the

modified form v1 are comparable to that of the original form, suggesting that their stabilities are comparable to each

other. The stability of the modified form v3 was slightly lower than that of purified u2-wz4 peak 1. It has been reported

that regulating the contact surface by methods using knobs-into-hole technology markedly lowers the Tm value, thereby

reducing the stability (Acta Pharmacologica Sinica, 2005, 26, 649-658). For example, Tm value of the original CH3

domain is 80.4 °C when using this method, while Tm of the modified CH3 domain is 69.4°C in heterologous association
of CH3domain of IgG. In contrast, the present invention allowed regulation of the association without reducing the stability.

[0196] Next, the stability of purified u2-wz4 peak 1 and peak 2, and the modified form v1 and v3 with modified VH/VL

contact surface, were evaluated by heat acceleration test under the following conditions.

<Conditions of heat acceleration>

[0197] Solution: 20 mM sodium citrate, pH 6.0

Protein concentration: 0.25 mg/mi

Acceleration condition: 40°C -6 days, 12 days

[0198] Samples treated by heat acceleration were analyzed by gel filtration chromatography and cation exchange
chromatography under the conditions described below.

[0199] As shown in Fig. 25, the result of gel filtration chromatography analysis confirmed that the percentages of
residual monomer were comparable between purified u2-wz4 peak 2 and the modified form v1, and thus the stability in
association was comparable between the two. Furthermore, the percentage of residual monomer was almost the same
between the purified u2-wz4 peak 1 and the modified form v3, confirming that the association stability is comparable
between the two structural isomers.

[0200] As shown in Fig. 26, the result of cation exchange chromatography analysis showed that neither form v1 nor
form v3 with modified VH/VL contact surface has undergone isometrization even after heating acceleration. In contrast,
purified peak 1 of the original form isomerized to peak 2 and purified peak 2 of the original form isomerized to peak 1
through isomerization reaction. It was found that in addition to allowing expression of only one of the two types of structural
isomers at 100%, each obtained structural isomer can be stably preserved without isomerization, by applying the mod-
ification of the VH/VL contact surface.

[0201] In this example, it was found that only one of the two types of structural isomers can be expressed at the rate
of 100% through such modification of VH/VL contact surface applied for v1 and v3. As for controlling the VH/VL contact
surface to obtain single chain antibodies having the desired structure, method for controlling the structure of bispecific
diabodies using knobs-into-hole technology (Protein Sci. 1997 Apr. 6(4):781-8, Remodeling domain interfaces to enhance
heterodimer formation., Zhu Z, Presta LG, Zapata G, Carter P.) is known. This method reports that the rate of formation
of the target heterodimer structure increased from 72% to up to 92% through modification of a total of four amino acids
per VH/VL contact surface. Meanwhile, the present invention succeeded in obtaining desired structures at the rate of
100% without reducing thermal stability and stability of the structural isomers by modifying four amino acids (two amino
acids per VH/VL contact surface).

[Example 7] Separation of structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2 and identification
of their structures

7-1. Preparation of humanized anti-human IL-6 receptor antibody sc(Fv)2

[0202] An sc(Fv)2 gene (the amino acid sequence, SEQ ID NO: 18; the nucleotide sequence, SEQ ID NO: 19) having
the arrangement of VH-linker sequence-VL-linker sequence-VH-linker sequence-VL was linked using a gene encoding
the linker sequence (GlyGlyGlyGlySer)x3 (SEQ ID NO: 1) was prepared using the VH and VL of humanized anti-human
IL-6 receptor antibody reported by Sato K. et al. (Cancer Research (1993) 53:851-856). The obtained gene was inserted
into the expression vector pMCDN to express the gene in animal cells. The vector construction procedure for the vector
pMCDN is described below. The enhancer and promoter of mouse cytomegalovirus (IMCMV), andthe late polyadenylation
site of simian virus 40 (SV40) were inserted into vector pUC19 and was named pMC. Next, DHFR-AE-rVH-PM1-f (see
WO 92/ 19759) was digested at EcoRl and Smal restriction sites to separate the antibody H chain gene from the vector.
After recovery of the vector alone, an EcoRI-Noi#l-BamH| adaptor (Takara Shuzo Co. Lid.) was cloned into the vector.
This vector was named pCHOI. The DHFR gene expressing region of pCHOI and the expression region of the Neomycin
resistance gene of pCXN (Niwa et al., Gene (1991) 108 : 193-200) were inserted into the pMC vector. This vector was
named pMCDN. The constructed expression vector for the humanized anti-human |IL-6 receptor antibody sc(Fv)2 was
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linearized using restriction enzymes, and then introduced into CHO-DG44 cells by gene transfer. Thus, an antibody-
expressing cell line was established.

[0203] The cell line stably expressing the antibody was prepared by the procedure described below. Gene transfer to
cells was achieved by electroporation using GenePulserXcell (Bio-Rad). Each antibody expression vector was mixed
with 0.75 ml of CHO cells suspended in PBS (1 x 107 cells/ml). After being cooled on ice for 10 minutes, the mixtures
were transferred into cuvettes and then pulsed at 1.5 kV and 25 nFD. After 10 minutes of recovery at room temperature,
the cells treated by electroporation were suspended in 40 ml of CHO-S-SFMII medium (Invitrogen) supplemented with
1x HT supplement (Invitrogen). The cell suspensions were diluted 10 to 50 times with the same medium, and the resulting
dilutes were aliquoted at 100 wl/well into wells of 96-well culture plates. The cells were incubated in a CO, incubator
(5% CO,) for 24 hours, and then Geneticin (Invitrogen) was added at a concentration of 0.5 mg/ml. The cells were then
cultured for 2 weeks. Colonies of drug resistant transformant cells were successively scaled-up, and the high-producing
cell lines established were cultured on a large scale to obtain culture supernatants.

[0204] Utilizing the fact that the L chain of humanized anti-human IL-6 receptor antibody binds to Protein L, culture
supernatants of CHO cells expressing the humanized anti-human |IL-6 receptor antibody sc(Fv)2 were loaded onto a
column filled with Protein L (Actigen) to adsorb the humanized anti-human IL-6 receptor antibody sc(Fv)2. The antibody
was eluted with 100 mM Gilycine-HCI (pH 2.7). The eluted fractions were immediately neutralized with 1 M Tris-HCI (pH
8.5), and loaded onto a HiLoad 26/60 Superdex 200 pg (Amersham Biosciences) column for gelfiltration chromatography.
Dulbecco PBS was used in the gel filtration chromatography.

7-2. Separation and purification of the structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2

[0205] Thehumanized anti-human IL-6 receptor antibody sc(Fv)2 is an sc(Fv)2 comprising the sequence of VH -linker-
VL,-linker-VH3-linker-VL,. Therefore, as is the case of VB22B in Example 1 and hVB22B in Example 2, depending on
the combinations of Fv (a molecule in which VH and VL are non covalently linked), there would be two types of structural
isomers of sc(Fv)2: the bivalent scFv type in which each set of VH, and VL,, and VH; and VL, form a Fv; and the single
chain diabody type in which each set of VH, and VL,, and VH, and VL; (Fig. 1) form a Fv. The inventors investigated
the separation of the structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2, and as a result suc-
ceeded in separating the structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2 by cation exchange
chromatography using BioAssist S (TOSOH) under the following elution conditions.

<Elution conditions>

[0206] Mobile phase: 20 mM Tris-HCI, pH 8.5, 756 mM NacCl

Flow rate: 0.8 ml/min

Gradient: isocratic (without gradient)

[0207] Underthe conditionsdescribedabove, the humanized anti-human IL-6 receptor antibody sc(Fv)2was separated
into two peaks. The chromatogram shown in Fig. 27 was obtained. The peaks with short and long retention time were
named peak 1 and peak 2, respectively. Peak 1 and peak 2 can be purified by the method described above. The result
of cation exchange chromatography analysis of purified peak 1 and peak 2 is shown in Fig. 28.

7-3. Identification of structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2

[0208] Since the fractionated Peak 1 and peak 2 of the humanized anti-human IL-6 receptor antibody sc(Fv)2, were
considered to be structural isomers, the same protease-based limited proteolysis method as used in Examples, 1, 2,
and 3 was used as an analytical method for identifying the two types of structural isomers. Peak 1 and peak 2 of the
humanized anti-human IL-6 receptor antibody sc(Fv)2 were reacted with Subtilisin under the following conditions:

PBS (pH 7.4)

humanized anti-human IL-6 receptor antibody sc(Fv)2 peak 1 or peak 2: 0.05 mg/ml
Subtilisin A: 0.5 p.g/ml

37°C, 60 min

[0209] Following the incubation described above, reducing SDS-PAGE was carried out using 12.5% Phastgel Homo-
geneous. According to the result, peak 1 and peak 2 both showed the same band pattern, as shown in Fig. 29. Peak 1
and peak 2 after partial linker cleavage under the reaction condition described above were analyzed by gel filtration

chromatography using TSK Super2000 (TOSOH) under the following conditions:

Mobile phase: 50 mM sodium phosphate, 300 mM KCI, pH 7.0
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Flow rate: 0.2 ml/min

[0210] As shown in Fig. 30, the result showed that peak 1 gave no low molecular weight antibody peak, while peak 2
did (a low molecular weight antibody peak of about one half of the original molecular weight). According to the result
described above, peak 1 and peak 2 were thus identified as the single chain diabody and bivalent scFv types, respectively.
Fig. 27 indicates that the content of peak 2 is greater than that of peak 1 in the humanized anti-human IL-6 receptor
antibody sc(Fv)2, and therefore the bivalent scFv type is the major component and the single chain diabody type is the
minor component in the humanized anti-human IL-6 receptor antibody sc(Fv)2. In VB22B sc(Fv)2 of Example 1 and
hVB22B u2-wz4 sc(Fv)2 of Example 2, the single chain diabody type was the major component. Separating structural
isomers and identifying their structures would be important when sc(Fv)2s are developed as pharmaceuticals, because
the content ratio of a structural isomer greatly varies depending on the differences in the sequences of variable regions
in sc(Fv)2.

[Example 8] Activity assay of the structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2

8-1. Establishment of BaF3 cell line coexpressing human gp130-expressing BaF3 cell line and human gp130/human
IL-6 receptor

[0211] As described below, a human gp130-expressing BaF3 cell line was established to obtain a cell line that prolif-
erates in an IL-6 dependent manner.

[0212] Afull-length human gp130cDNA (Hibietal., Cell (1990) 63:1149-1157 (GenBank Accession No. NM_002184))
was amplified by PCR, and cloned into the expression vector pCOS2Zeo to construct pCOS2Zeo/gp130. The expression
vector pCOS2Ze0 was constructed by removing the DHFR gene expressing region from pCHOI (Hirata et al.,, FEBS
Letter (1994) 356:244-248) and the expression region of Zeocin resistance gene was inserted.

[0213] Ten pg of pCOS2Zeo/gp130 was mixed with BaF3 cells (0.8 x 107 cells) suspended in PBS, and the mixture
was pulsed at 0.33 KV and 950 pFD using Gene Pulser (Bio-Rad). BaF3 cells treated by electroporation for gene transfer
were cultured in RPMI1640 medium (Invitrogen) including0.2 ng/ml mouse interleukin-3 (Peprotech) and 10% Fetal
Bovine Serum (hereinafter abbreviated as FBS; HyClone) for a day and night. RPMI1640 medium containing 100 ng/ml
human interleukin 6 (R&D), 100 ng/ml soluble human interleukin 6 receptor (R&D systems), and 10% FBS was added
for selection. Thus, a human gp130-expressing BaF3 cell line (hereinafter abbreviated as BaF3/gp130) was established.

8-2. Human IL-6-neutralization activity assay of the structural isomers of humanized anti-human IL-6 receptor antibody
sc(Fv)2

[0214] IL-6-neutralization activity was assayed as described below using BaF3/gp130 that proliferates in an IL-6
dependent manner. Purified structural isomers of humanized anti-human IL-6 receptor antibody sc(Fv)2 were diluted to
10 pg/ml using RPMI1640 containing 10% FBS. A 3-fold dilution series (3, 6, 9, 12, 15 and 18 times), were prepared
using each of these solutions, and a 50-p.| aliquot was added to each well of 96-well plates (FALCON). Next, BaF3/gp130
were washed three times with RPMI1640 medium containing 10% FBS (HyClone), and then suspended at 5 x 104
cells/ml in RPMI1640 medium including 60 ng/ml human interleukin-6 (R&D systems), 60 ng/ml soluble human IL-6
receptor (a preparation of the inventors’ company), and 10% FBS. A 50-ul aliquot of these was added to the antibody
sample in each well. The soluble human IL-6 receptor was prepared by the procedure described below. A gene encoding
the amino acids from position 1 to 344 of soluble human IL-6 receptor (Yamasaki et al., Science (1988) 241 : 825-828
(GenBank No.X12830)) was introduced into CHO cells, and then the receptor was purified from the culture supernatants
for preparation.

[0215] After 72 hours of culturing at 37°C and with 5% CG;, 20 ul of WST-8 reagent (Cell Counting Kit-8; DOJINDO
LABORATORIES) diluted two folds with PBS was added to each well. Immediately after that, absorbance at 450 nm
(reference wavelength: 620 nm) was measured using SUNRISE CLASSIC (TECAN). After two hours of culture, absorb-
ance at 450 nm (reference wavelength: 620 nm) was measured again and the IL-6 neutralization activity was evaluated
using the absorbance change during the two hours as an index.

[0216] As shown in Fig. 31, the neutralization activities of the structural isomers (peak 1 and peak 2) of humanized
anti-human IL-6 receptor antibody sc(Fv)2 were comparable to those of the purified samples (bulk) before fractionation.
The activity was found to be markedly different between the two types of structural isomers of VB22B sc(Fv)2 in Example
1 and the same of hVB22B sc(Fv)2 in Example 2. There was no difference in the neutralization activity between the two
types of isomers of the humanized anti-human IL-6 receptor antibody sc(Fv)2 of this present Example. Thus, the activity
difference between the two types of structural isomers of sc(Fv)2 would vary depending on the type of target antigen
and the amino acid sequence of the sc(Fv)2 molecule. For this reason, to develop sc(Fv)2 molecules as pharmaceuticals,
separation of the structural isomers, structural identification, and regulation of the structural isomers are considered
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important. As described in Example 6, each structural isomer can undergo isomerization during storage. Therefore,
separation and identification of the structural isomers, and regulation of the structural isomers are also important from
the view point of quality standardization of sc(Fv)2 preparations.

[Example 9] Method for obtaining single chain diabody of VB22B sc(Fv)2 with a high yield

[0217] Each of the single chain diabody (peak 2) andbivalent scFv (peak 1) purified from VYB22B sc(Fv)2 was incubated
at 40°C with the conditions of 20 mM sodium acetate/A50 mM NaCl (pH 6.0). The ratio of peak 1 and peak 2 was
determined by the anion exchange chromatography method described in Example 1. The result showed that the peak
area of peak 1 decreased, and in turn the peak area of peak 2 increased, as shown in Fig. 32. The agonistic activity of
the sample prepared by incubating peak 1 for 6 days under the same condition was assayed by the method described
in Example 1. As shown in Fig. 33, the agonistic activity drastically increased as compared to the sample before incubation.
As described in Example 1, the activity of peak 1 was significantly lower than that of the single chain diabody peak 2.
Thus, the bivalent scFv peak 1 was found to undergo structure conversion (the structural isomer isomerizes) to become
peak 2 of the single chain diabody with higher activity through incubation in 20 mM sodium acetate/150mM NacCl (pH
6.0) at 40°C. Thus, the finding described above showed that the content ratioc of peak 2 can be increased by exposing
a mixture of the bivalent scFv and single chain diabody at appropriate conditions which allows the conversion of the
bivalent scFv of peak1 into the single chain diabody of peak2. By using the method of isomerizing peak 1 to peak 2, the
single chain diabody of peak 2 can be prepared with a high yield by isomerizing peak 1 to peak 2 in a mixture in which
peak 1 and peak 2 had been produced by the cells.

[Example 10] Method for obtaining single chain diabody type of hVB22B sc(Fv)2 with a high yield

[0218] The bivalent scFv (peak 1) purified from hVB22B u2-wz4 sc(Fv)2 in Example 4 was incubated at 25°C for 10
days under 30 types of conditions in total: 20 mM sodium citrate, and 0, 150, or 300 mM NaCl at pH 3.0, 3.5, 4.0, 4.5,
5.0,5.5, 6.0, 6.5, 7.0, or 7.5. The ratio of peak 1 and peak 2 was determined by the cation exchange chromatography
method shown in Example 1. The result showed that the abundance ratio of peak 2 increased in comparison with that
before incubation, as shown in Fig. 34. This finding showed that, in hVB22B u2-wz4 sc(Fv)2, the bivalent scFv of peak
1 was also structurally converted into the single chain diabody peak 2. The isomerization rate was found to become
greater as pH and salt concentration decrease. By using the method of isomerizing peak 1 to peak 2, a high yield of
single chain diabody of peak 2 can be obtained by isomerizing peak 1 to peak 2 in a mixture in which peak 1 to peak 2
had been produced by the cells.

Industrial applicability

[0219] The present invention provides methods for separating and obtaining the two types of structural isomers in sc
(Fv)2 compositions, methods for identifying the structures of the separated two types of structural isomers, and methods
forquantitatively analyzing the two types of structuralisomers. The present invention also provides methods for increasing
the percentage of a specific structural isomer in sc(Fv)2 compositions by adjusting linker lengths. The present invention
further provides methods for controlling the formation of the structural isomers by modifying the amino acids in the
variable regions. Use of these methods described above allows the production of pharmaceutical compositions com-
prising specific structural isomers of sc(Fv)2 as active ingredients and to provide pharmaceutical compositions with
activity higher than previous compositions. Furthermore, the present invention enables the provision of sc(Fv)2s as
pharmaceutical compositions, in which the structural isomer content ratio of the sc(Fv)2s has been controlled by stand-
ardization tests, which are essential in developing pharmaceuticals..

Claims

1. A method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

(a) separating structural isomers in the sc(Fv)2 composition, and
(b) obtaining a specific structural isomer from the separated structural isomers.

2. A method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:

(a) pre-identifying a structural isomer with higher activity by comparing the activities of structural isomers of sc
(Fv)z;
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(b) separating structural isomers in the sc(Fv)2 composition; and
(c) obtaining the structural isomer with higher activity identified in step (a).

A method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:
(a) determining a linker length so that the structural isomer ratio in an sc(Fv)2 composition would be of a preferred
value;
(b) preparing a sc(Fv)2 composition that has the linker length determined in step (a);
(c) separating structural isomers in the prepared sc(Fv)2 composition; and
(d) obtaining a specific structural isomer from the separated structural isomers.
A method for producing a pharmaceutical sc(Fv)2 composition comprising the steps of:
(a) preparing multiple sc(Fv)2 compositions with linkers of varying lengths;
(b) selecting an sc(Fv)2 with linker(s) that give a preferred of structural isomer ratio in an sc(Fv)2 composition;
(c) preparing an sc(Fv)2 composition in which the linker lengths are the same as those of sc(Fv)2 selected in
step (b);
(d) separating the structural isomers in the prepared sc(Fv)2 composition; and

(e) obtaining a specific structural isomer from the separated structural isomers.

The method of any one of claims 1 to 4, wherein the structural isomer is of single chain diabody type or bivalent
scFv type.

The method of any one of claims 1 to 5, wherein the structural isomer has an agonistic activity.
The method of any one of claims 1 to 6, wherein a linker of sc(Fv)2 is 15 amino acids in length.
A pharmaceutical composition prepared by the production method of any one of claims 1 to 7.

A pharmaceutical composition, wherein the proportion of a specific structural isomer in an sc(Fv)2 composition is
80% or greater.

The pharmaceutical composition of claim 9, wherein the structural isomer is of single chain diabody type or bivalent
scFv type.

The pharmaceutical composition of claim 9 or 10, wherein the structural isomer binds to a receptor.
The pharmaceutical composition of any one of claims 9 to 11, wherein the structural isomer has an agonistic activity.
The pharmaceutical composition of claims 9 to 12, wherein a linker of sc(Fv)2 is 15 amino acids in length.

A method for controlling the activity of an sc(Fv)2 composition comprising the step of altering the structural isomer
proportion in the sc(Fv)2 composition.

A method for increasing the activity of an sc(Fv)2 composition comprising the step of increasing the proportion of
a specific structural isomer in the sc(Fv)2 composition.

A method for increasing the activity of an sc(Fv)2 composition comprising the steps of:

(a) separating structural isomers in an sc(Fv)2 composition;
(b) obtaining a specific structural isomer from the separated structural isomers.

A method for increasing the activity of an sc(Fv)2 composition comprising the steps of:
a) pre-identifying a structural isomer with higher activity by comparing the activities of structural isomers of sc
Fv)2;

(

(

(b) separating structural isomers in the sc(Fv)2 composition; and

(c) obtaining the structural isomer with higher activity that was identified in step (a).
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A method for increasing the activity of an sc(Fv)2 composition comprising the steps of:

(a) applying an sc(Fv)2 composition onto an ion exchange column; and
(b) removing a specific structural isomer.

The method of any one of claims 14 to 18, wherein the structural isomer is of single chain diabody type or bivalent
scFv type.

A method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which comprises
the step of heating the sc(Fv)2 composition.

The method of claim 20, wherein the structural isomer is of single chain diabody type or bivalent scFv type.

A method for increasing the content ratio of the single chain diabody type in an sc(Fv)2 composition, comprising
the step of incubating the sc(Fv)2 composition at 15°C to 50°C.

A method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which comprises
the step of substituting, with a charged amino acid residue, an amino acid residue at the contact surface of heavy
chain and light chain variable regions in the sc(Fv)2.

A method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which comprises
the step of substituting the following amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which comprises
the step of substituting the following amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for increasing the content ratio of a specific structural isomer in an sc(Fv)2 composition, which comprises
the step of substituting either one of the following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for increasing the activity of an sc(Fv)2 composition, which comprises the step of substituting, with a
charged amino acid residue, an amino acid residue at the contact surface of heavy chain and light chain variable

regions of sc(Fv)2.

A method for increasing the activity of an sc(Fv)2 composition, comprising the step of substituting the following
amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for increasing the activity of an sc(Fv)2 composition, comprising the step of substituting the following
amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and

(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for increasing the activity of an sc(Fv)2 composition comprising the step of substituting either one of the
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following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, which comprises the
step of substituting, with a charged amino acid residue, an amino acid residue at the contact surface of heavy chain
and light chain variable regions of sc(Fv)2.

A method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the step
of substituting the following amino acid residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 39 in the heavy chain variable region of sc(Fv)2; and
(2) the amino acid residue at position 38 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the step
of substituting the following amino residues with an amino acid residue having the same type of charge:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for suppressing the isomerization of a structural isomer in an sc(Fv)2 composition, comprising the step
of substituting either one of the following amino acid residues with a charged amino acid residue:

(1) the amino acid residue at position 45 in the amino acid sequence of the heavy chain variable region of sc
(Fv)2; and
(2) the amino acid residue at position 44 in the amino acid sequence of the light chain variable region of sc(Fv)2.

A method for controlling the proportion of a structural isomer in an sc(Fv)2 composition comprising the step of
adjusting the length of a linker in sc(Fv)2.

The method of claim 35, wherein the structural isomer is of a single chain diabody type or bivalent scFv type.

A method for increasing the proportion of the single chain diabody type in an sc(Fv)2 composition, which comprises
the step of adjusting the lengths of both end linkers of sc(Fv)2 to 0 to 12 amino acids and the length of the middle
linker to 10 to 30 amino acids.

A method for increasing the proportion of the bivalent scFv type in an sc(Fv)2 composition, which comprises the
step of adjusting the lengths of both end linkers of sc(Fv)2 to 12 to 30 amino acids and the length of the middle
linker to 0 to 10 amino acids.

A method for producing an sc(Fv)2 composition in which the content ratio of a single chain diabody type is 80% or
greater, which comprises the step of adjusting the lengths of both end linkers of sc(Fv)2 to 0 to 12 amino acids and
the length of the middle linker to 0 to 10 amino acids.

A method for producing an sc(Fv)2 composition in which the content ratio of bivalent scFv type is 80% or greater,
which comprises the step of adjusting the lengths of both end linkers of sc(Fv)2 to 12 to 30 amino acids and the

length of the middle linker to 0 to 10 amino acids.

A method for analyzing a structural isomer in an sc(Fv)2 composition, comprising the step of cleaving a linker or a
region adjacent to the linker in sc(Fv)2.

The method of claim 41, wherein the linker or the region nearby the linker is cleaved by a treatment with an enzyme.

The method of claim 41 or 42, wherein the structural isomer is of a single chain diabody type or bivalent scFv type.
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44. A method for analyzing a structural isomer in an sc(Fv)2 composition comprising the steps of:

(a) treating the sc(Fv)2 composition with an enzyme; and
(b) determining the molecular weight or structure of the product after treatment.
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